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SUMMARY

The use of excreta in agriculture has a long tradition in Vietnam. While this practice has
advantages in terms of environmental and economic impacts, it represents potential health risks
if excreta are not properly managed. International and national organizations have established
guidelines for safe use of excreta in agriculture to ensure the safety of health for users. However,
information on excreta treatment and health risk is still missing to refine the guidelines and
policies on excreta handling and health protection. The goal of this PhD work is to identify
proper options for storing and using human excreta in agriculture in a perspective of

minimizing the health safety and maximizing the environmental and economic benefit.

The objective of this study was to assess the health, economic and environmental impact of
human excreta use in agriculture in Vietnam. The specific objectives were as follows: i) to
define the main environmental factors that influence the die-off of Ascaris lumbricoides egg
as well as nutrient values of excreta along the process of storage and use in agriculture, ii) to
assess human exposure to excreta handling along the process of storage and use in agriculture
focusing on the pathways, frequency, and intensity of exposure, and then to estimate the
health risk by handling human and animal waste, iii) to assess the environmental and

economic impact of excreta use.

The study used an integrated approach of experiments in the field and laboratory, and coupled
with health, environmental and economic analyses. First, human excreta were collected and
stored in an experimental station that is built under semi-field conditions. Main environmental
factors chosen for the study were temperature and pH, which are controlled by the addition of
rice husk, lime and ash — locally available materials — to study the influence of these factors on
the die-off of Ascaris lumbricoides eggs and nutrient values of stored excreta. Human exposure
to excreta, main pathways of exposure as well as intensity of exposure in agricultural
activities and environmental sanitation systems were assessed by participatory observation,
surveys and experiments. Quantitative data on the transmission of Ascaris lumbricoides eggs
in excreta to humans through involuntary ingestion from “soil to hand” and “hand to mouth”

was collected. Health risk related to waste reuse and waste handling from biogas systems
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were evaluated by quantitative microbial risk assessment (QMRA) which includes the
assessment of the risk of Ascaris lumbricoides infection during excreta reuse and biogas
handling. Material Flow Analysis was used to assess the environmental impact of sanitation
systems. Finally, a Systematic Literature Review (SLR) combined with field data were used
to study the profitability of human excreta reuse in agriculture. The study was conducted in

Kim Bang district, Ha Nam province, Vietnam.

The results showed that the number of Ascaris lumbricoides eggs in all vault options stored
excreta at was less than 1 egg per gram of total solid excreta at the 181% storage day, and thus
the stored excreta met the World Health Organization (WHO) safety limit for reuse in
agriculture. A mixture of high pH and the addition of 10% lime already reached the WHO
standard for safe reuse of excreta at 111 storage days. With regard to human exposure, we
estimated that a farmer may ingest 91 mg of excreta per year (95% confidence interval: 73-
110; range: 5-1082 mg). QMRA simulation models predicted annual risks of helminth
infection for farmer used excreta stored from 3.7 months to 6 months and used excreta stored
below 3 months were 1.69+5.88% and 9.67+16.37% respectively. The annual diarrhea risk
caused by exposure to biogas effluent through irrigation activities ranged from 17.4 to 21.1%
(E. coli O157:H7), 1.0 to 2.3% (G. lamblia), and 0.2 to 0.5% (C. parvum), while those caused
through unblocking drains connected to biogas effluent tanks were 22.0% (E. coli), 0.7% (G.
lamblia), and 0.5% (C. parvum). The Material Flow Analysis (MFA) of excreta utilization
showed that half of the pig manure was collected for biogas production, and the remainders
were freely discharged to the commune’s drainage system (25%) or directly reused in the
paddy fields (25%). While wastewater in the drainage system was the biggest source of
nitrogen (contributed 46%), paddy fields were the biggest source of phosphorous (contributed
55%) discharged to the Nhue River, totaling 57 = 9 ton N and 29 + 6 ton P, annually.
Consequently, mitigation measures for nutrient resource management were proposed. The
most effective option was to to reuse all excreta and manure in the paddy fields which reduces
the use of chemical fertilizers by 50%. The economic analysis identified average cost-savings
were highest for farmers using fresh excreta (847°000 VND) followed by those who stored
over 183 days (312’000 VND) and 153 days with 10% lime (37’000 VND/yr), without
considering the health care costs of treating acute or chronic soil transmitted helminth
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infection.

In conclusions this PhD study could generate new knowledge on the behaviour of pathogens
in human excreta in Vietnam under different handing conditions, the health, environmental
and economic impact of human excreta management and its use in agriculture in Vietnam. It
showed when and how excreta are safe enough to use in agriculture and how much we save
lives, environmental quality and economic cost be doing so. These results can help plan the
management and intervention to minimize the human health risks and maximize the benefits

of human excreta and animal manure in agricultural areas of Vietnam.

Keyword: Ascaris lumbricoides, excreta use, storage, exposure assessment, health risk,

environmental and economic benefit.
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1. INTRODUCTION AND LITERATURE REVIEW

1.1. The overview of human excreta used in agriculture
Applying human excreta to agricultural fields has for long been part of the agricultural
tradition in Vietnam and other countries like China (AgriCultures Network 1994, Phuc et al.
2006). Every day, each healthy human being produces on average 128g excreta (ranging from
51 to 796 g/person/day), which contains nutritional elements to plants (Rose et al. 2015).
Excreta contain nutrients essential to plants such as phosphorus, nitrogen and potassium.
According a review of the literature, in excreta total phosphorus ranges from 0.35 to
2.7g/person/day, total potassium ranges from 0.2 to 2.52 g/person/day and total nitrogen
ranges from 0.9 to 4.9 g/person/day (Rose et al. 2015). So, it can be used as fertilizer for
plants to produce human food, animal feeds, natural fibers, medical herbs, ornamentals,

timber and shadow vegetation (Heinonen-Tanski and van Wijk-Sijbesma 2005).

The use of excreta in agriculture can help communities to grow more food and make use of
nutrient resources. The composted human excreta, used frequently as night soils, could also
improve soil structure. Excreta use can help to reduce the mining of finite phosphorus
reserves and energy expended to produce chemical fertilizers. The supply of phosphorus from
mined phosphate rock could peak as soon as 2033 after which it will become increasingly
scarce and expensive (Soil Association 2010). Historically in Europe, phosphorus was
returned to agricultural land through the application of animal manure and human excreta, but
from the mid nineteenth century it was replaced by phosphate mined in distant places (Cordell
et al. 2009). To date, human excreta could play a key role in securing future food security,
help to prevent a sharp drop in yields of crop such as wheat due to a shortage of phosphorus
inputs (Nigel Hunt 2010, Soil Association 2010). Nowadays, human excreta and urine might
be considered as an energy resource. Globally, biogas generation made from human waste
could be valued annually at up to US$ 9.5 billion worth of natural gas as well as producing
electricity enough to supply over 138 million homes (Schuster-Wallace C.J. et al. 2015). In
the northern provinces of Vietnam, 85% of the households use excreta as fertilizer in
agriculture (Phuc et al. 2006). If human excreta use replaces imported chemical fertilizers,
Vietnam would save money at least US$ 83 million per year (Jensen et al. 2010). However,



from a health risk perspective, using inadequately treated human excreta is considered as
unsafe, due to the presence of pathogens in human excreta. Enteric infections can be
transmitted by enteric bacterial pathogens, enteric viruses, the parasitic protozoa and
geohelminth (World Health Organization 2006a), and health burden due to this is important in
poor population. While in rural households pathogens are likely the sole risk for humans,
waste water from cities may also be mixed with chemical pollutants which are a further risk
for their use in agriculture.

1.2. Treatment of human excreta
In order to maximize public health protection and the beneficial use of important resources,
the excreta should be treated before they are used as fertilizer and the treatment methods
should be validated. We present here some key common methods of treating human excreta
that are practiced in Vietnam and the product is used in agriculture as fertilizer.
Composting
The composting of faeces in pits can significantly reduce the number of helminth eggs and
pathogens. Composting may be divided into two categories, which are anaerobic and aerobic
composting. Anaerobic composting is the decomposition of organic wastes in the absence of
oxygen, with the end-products being methane (CHs), CO2, NH3 and trace amounts of other
gases, and other low molecular-weight organic acids. Aerobic composting is the
decomposition of organic wastes in the presence of oxygen, with the end-products being CO,
NHs, water and heat (Chongrak Polprasert 2007). Aerobic composting can release more heat
energy resulting in a rapid decomposition rate by aerobic microbes, so this category has been
a preferred technology for large quantities of organic wastes. Because of its simplicity,
anaerobic composting has found some application in many rural areas of developing countries
in the stabilization of wastes generated from household and farms (Chongrak Polprasert
2007).
The effectiveness of a composting process is dependent upon the groups of organisms that
inhabit and stabilize the organic wastes (Chongrak Polprasert 2007). The unbalanced
chemical and physical conditions in the compost piles can be unfavorable in microbial growth.
The nutrient balance, particle size and structural support of compost pile, moisture, aeration,
temperature and pH are the major environmental parameters, which we need to control

properly in the aerobic composting. The most important nutrient parameter is the carbon/



nitrogen (C/N) ratio. C/N ratio ranging between 20/1-40/1 can be considered as an optimum
for biological processes (Chongrak Polprasert 2007). A moisture content of between 50-70%
(average 60%) is most suitable for composting and should be maintained during the periods of
active bacterial reactions (Chongrak Polprasert 2007). Sufficient oxygen is needed to provide
properly for the aerobic microbes. If aeration cannot supply sufficient oxygen, aerobic
conditions prevail only at the outer surface of the compost, while anaerobic conditions exit
inside. Therefore, the composting rate is slow and requires a longer composting period. The
temperature is approximately 55°C, which is optimal for both the breakdown of organic
material and pathogen inactivation (Chongrak Polprasert 2007). Temperature can be
controlled by the adjustment of aeration and moisture content. In regard to pH, aerobic
composting normally proceeds at a neutral pH and rarely encounters an extreme pH drop or
rise (Chongrak Polprasert 2007).

Due to the prevailing design of the latrine and the three annual cropping seasons, it was found
that for a minimum of one cultivation season per year, 74% of the households have only 3-4
months for composting before the input is needed in production, which is shorter than the 6
months composting time stipulated in the national guidelines. The community associated
great benefits from using human excreta in agriculture, especially if composted, and did not
associate risks with the use of composted excreta if it was dry and lacked bad odor. It is
recommended to revises the guidelines will be revised, and attempts are made to identify
ways of reducing the time needed to ensure the die-off of helminth eggs, including the use of
pH regulators, such as an increased use of lime in the latrine (Peter Kjaer Mackie Jensen et al.
2008).

There are guidelines for excreta treatment depending on the municipal levels. The
recommendation for storage treatment of dry excreta and fecal sludge before use at household
and municipal levels corresponding to the WHO guideline, excreta should be composted during
time > 6 months with pH > 9, temperature > 35°C and moisture < 25% (World Health
Organization 2006a). In Vietnam, the Ministry of Health promulgated the decision No.
08/2005/Qb-BYT, regarding issuing the sector standards: hygiene standards for various types
of latrines (Ministry of Health 2005b). The decision stipulated the construction of latrine and
methods of using and storing excreta. Human excreta are often managed in composting stacks

placed in surrounding fields. To facilitate composting, the excreta is typically mixed with



different types of organic material, e.g. urea, lime and occasionally probiotic products. Mud
or sheets of plastic may be used to cover the manure to protect the stack from rain and
animals. According to the MOH decision, the stacks are usually stored at least 6 months
depending on different crop requirement for fertilizer (Phuc et al. 2006).

»>

Figure 1.1 Composting excreta in Ha Nam, Vietnam

Biogas

Treating human waste through anaerobic digestion system is an incredibly effective sanitation
technology. Simple biogas technology has gained popularity among rural pig farmers in
Vietnam, as the anaerobic bio-digestion process generates gas, reduces odour and provides an
effluent with a high fertilizer value that can be used to fertilize field and garden crops and fish
ponds (An 2002). Anaerobic digestion occurs in a bio-digester and reduces Biochemical
Oxygen Demand (BOD) value in sewage, conserves nutrients (especially nitrogen
compounds) and most importantly reduces pathogens.

Various attempts have been made to implement biogas digesters at a wider scale in Vietnam,
but none has achieved long-term success to date because each biogas digester design have
different advantages and disadvantages and the lifetime of each biogas digester depends on
many factors such as location, cost, and required skills (Nguyen et al. 2012). Biogas

technology has been used in Vietnam since 1960, but since 1990 biogas technology and



research on biogas have strongly developed in both quality and quantity. The technology is
supported by the Vietnamese government and by non-government organizations (NGOs)
(Khai and Luong 2010). There are several biogas models in operation for livestock
management (Nguyen, Phan, and Vo 2012) and the fixed-cover spherical dome- shaped
digester build with bricks is popular among farmers in northern Vietnam. This biogas unit
consists of three components: the inlet tank where pig slurry enters the biogas digester; the
anaerobic digestion tank where the manure is digested and CHg4 is produced, and the
compensation (collection) tank, where the effluent is collected. Some farms have also built an

effluent tank to collect excess effluent from the digester.
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Figure 1.2. A scheme of a Biogas system [source adapted from (Tilley et al. 2014)]

Septic tank

A septic tank is the most common small-scale decentralized treatment unit and is a form of
on-site sanitation that provides the convenience of a sewerage system. It is usually linked to
flush toilets and can receive domestic wastewater. Since flush toilets tend to use large
amounts of water, septic tanks are usually appropriate only for households with water piped
into the home. The tank is offset from the house and linked to the toilet and domestic
wastewater by a short drain. It is designed to hold solids and is linked to a soak away to
dispose of liquid waste (effluent) (Tilley et al. 2014).

Septic tanks generally require relatively large amounts of land and periodic emptying by



vacuum tankers. This is often expensive, and the trucks will need easy access to the tank.
Septic tanks thus tend to be high-cost solutions for improving sanitation. They are commonly
used only by communities whose members have access to water supply within the home, have
land available and who can afford the cost of emptying the tanks. Communal septic tanks may
be feasible if a large number of households close to the tank can be connected with very short
lengths of sewer pipe. For such a system to work, however, each household needs sufficient
water to flush faeces into the septic tank effectively. This approach will probably be effective
only when water is supplied to at least one tap on each plot (Tilley et al. 2014).
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Figure 1.3. Septic tank [source adapted from (Tilley et al. 2014)]

1.3. Factors affecting human excreta composting and survival of feacal organisms
According to the literature, the main factor influences the die-off rate of microorganisms in
process of composting excreta was pH, especially values above 10. The combined effect of
high pH and low moisture content seemed to have contributed to the quick die-off (Anneli
Carlander and Westrell 1999). In a laboratory experiment, lime treatment and storage of
sewage sludge at pH>12 for at least three months completely destructed the ability of A. suum
eggs to embryonate (Lis Eriksen et al. 1995). In contrast, in a laboratory, the study on the
inactivation of fecal coliforms and Ascaris ova in faeces by lime, based on the results
obtained of this study it is suggested that lime (pH>12) or OH" possesses ovicidal effects upon
Ascaris, through at a low efficiency, is encouraging, and research is currently underway to
improve the vicinal efficiency of lime through combined treatment with other physic-

chemical methods (Polprasert and Valencia 1981). On the other hand, regardless of the



starting pH, which varied from 9.4 to 11.6, by inactivating > 99% of all A. suum eggs in
human excreta during a storage period of only three months in the commonly used double vault
composting latrine, in which urine is not separated, could therefore potentially provide a
hygienic acceptable fertilizer (Peter KM Jensen et al. 2009).

Regarding incineration of fences that offers a treatment method that is useful in reducing the
final quantities of faeces and it is also useful as a sanitation method for fences. However,
Nitrogen loss of 90-94% and loss of available phosphorus of 70-94% mean that incineration is
not a good method where the use of nutrients is a high priority (Niwagaba Charles, Nalubega
M. , et al. 2006). Charles Niwagaba investigated that successfully thermally compost source
separated faeces/ash and attain sanitizing temperatures to disinfect with Escherichia coli and
total coliforms were reduced below detection in composts that maintained above 50°C at least
six days (Niwagaba Charles, Nalubega M., et al. 2006). The mixture of faeces/ash was higher
alkaline mineral content (giving high pH) and lower moisture of ash compared to mixtures
of faeces/sawdust. The die-off of E. coli in the faeces/ash mixture was faster initially (first
seven days) compared to that achieved in the faeces/sawdust mixture (Niwagaba et al. 2009).
On the other hand, liming seems as an advanced treatment for sludge sanitization with
helminth eggs elimination. Liming must produce a homogeneous mixture at a pH of 12 or
more and must maintain this mixture in a time/temperature regime leading to a negligible
level of viable Ascaris eggs. The result has demonstrated in the four investigated situations,
either 75 min at 55°C or eight min at 60°C will lead to a negligible level of viable Ascaris
eggs (Capizzi-Banas et al. 2004). During alkaline sludge stabilization, the reported inactivation
of Ascaris eggs is highly variable. At 30°C and 40°C, raising pH from 7 to 12 decreased too (the
time for 99% inactivation), but at 20°C no pH effect was seen over 80 days (Pecson et al.
2007). Nevertheless, high Ascaris removal efficiency (90- 100%) was reached after 80 days
due to heat generation during the composting process, thus exposing the helminth eggs for
more than 1 month to temperature over 45°C (Kone et al. 2007).

Because temperature and pH all contributed to Ascaris egg inactivation, it is essential that
these parameters are measured and accounted for when assessing the effectiveness of alkaline
stabilization. In fact, as mentioned earlier, limited research has been done on Ascaris
lumbricoides eggs survival in faecal material with real conditions. A current project led by

London School of Hygiene and Tropical Medicine and funded by Gates foundation is looking
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for bio-additives in order to facilitate composting process of pit latrines. The project proposes
new concepts for on-site sanitation based on bio-additives and pit design the decomposition
processes occurring in the pit what is carrying out in Asia and Africa (Bill and Melinda 2011).
1.4. Health risks related to the use of excreta
There is available evidence showing that possible health risks of wastewater and excreta use
include diarrhea, skin infection, parasitic infection, bacterial infection, and epilepsy for people
who use it and their community members who consumed contaminated fish, vegetables, or
fruits (Lam et al. 2015). Globally, 842,000 people die every year from diarrheal diseases, that
is attributed to unsafe water supply, inadequate sanitation and hygiene. Among children under
5 years old, 361,000 deaths could be prevented, mostly in low middle-income countries
(Priss-Ustin et al. 2014). Concurrently, 1.7 billion people suffer from low to high intensity
intestinal helminths infections, which often lead to severe consequences such as cognitive
impairment, massive dysentery, or anemia (Pullan et al. 2014). These diseases cause around
4.98 million years lived with disability (YLDs) (Pullan et al. 2014). According to
WHO/UNICEF (2015), 2.4 billion people lacked access to improved sanitation (UNICEF and
World Health Organization 2015). On the other hand, approximately 90% of the sewage in
cities in developing countries is discharged untreated, polluting rivers, lakesand coastal areas
and seriously affecting the environment (Steven A. Esrey 2000). Pooled estimates from all
meta-analyses indicated that at least a 33% reduction in odds of infection associated with
long-term solutions require improvements in water, sanitation, and hygiene practices or access
(Strunz et al. 2014).
Most pathogenic or potentially intestinal pathogenic micro-organisms enter a new host by
ingestion (water, food, fingers, dirt on lips, aerosols caught in the nose and swallowed) or
through the lungs (after inhalation of aerosol particles) or through the eye (when eyes are
rubbed with contaminated fingers) (Feachem et al. 1983) while others may also enter through
the skin or wounds. After infecting the host, large numbers of pathogens may be excreted.
Depending on the health of the population, several species of pathogenic bacteria, viruses,
parasitic protozoa and helminths may be found in the faeces from the population and thus also
in its mixed wastewater. From a hygiene point of view, any exposure to faeces constitutes a
risk (Feachem et al. 1983, Holmqvist and Stenstrom 2001, World Health Organization
2006a). The selected pathogen that may be excreted in faeces and diseases and symptoms that
8



they cause (Antony Daisy and S.Kamaraj 2011) are given in Table 1.1. It should not be

forgotten than in addition to infectious pathogens, waste water is also polluted with heavy

metals and chemical pollutants, requiring solutions at the source to avoid jeopardizing

agricultural production in the long term.

Table 1.1. Pathogens and its harmful effects (Source: Antony Daisy and S. Kamaraj

2011)
Group Pathogens

Aeromonas spp.,
Camplyobacter jejumi/coli

Escherichia coli

(EIEC, EPEC, ETEC, EHEC)
Bacteria

Salmonella typhi/paratyphi
Salmonella spp. Shigella spp.
Vibrio cholerae

Diseases/symptoms

Enteritis Campylobacteriosis-diarrhoea,
cramping, abdominal pain, fever, nausea,

arthritis, Guillain-Barre syndrome

Enteritis.

For EHEC there are also internal

haemorrhages that are sometimes lethal

Typhoid/ paratyphoid fever- headache, fever,
malaise, anorexia, brady cardia,

splenomegaly, cough

Salmonellosis- diarrhoea, fever- abdominal



Virus

Parastitic
Protozoa

Adenovirus

Enteric adenovirus 40 & 41
Enterovirus types 68-71
Hepatitits A

Hepatitits E Poliovirus

Rotavirus

Cryptosporidium parvum
Cyclospora cayetanensis
Entamoeba histolytica Giardia

intestinalis

cramps

Shigellosis-dysentery (bloody diarrhoea),

vomiting, cramps, fever, reiter’s syndrome

Cholera-watery diarrhoea, lethal if severe and
untreated
Various; respiratory illness, here added due to

enteric types (see below)

Enteritis Meningitis; encephalitis; paralysis

Hepatitits-fever, malaise, anorexia, nausea,

abdominal discomfort, jaundice

Hepatitits Poliomyelitis- often asymptomatic,
fever, nausea, vomiting, headache, paralysis
enteritis

Cryptosporidiosis-watery diarrhoea,
abdominal cramps and pain often
asymptomatic; diarrhoea, abdominal pain
Amoebiasis-often asymptomatic, dysentery,

abdominal discomfort, fever, chills

Giardiasis- diarrhoea, abdominal cramps,
malaise, weight loss

10



Generally no or few symptoms; wheezing;
coughing; fever; enteritis; pulmonary

: - eosinophilia

Ascaris lumbricoides P

. i . Taeniasis
Taenia solium/ saginata

Helminths = Trichuris trichura i o
Trichuriasis-unapparent through vague

) digestive tract distress to emaciation with dry
Hookworm Schistosoma spp.

(blood fluke)

skin and diarrhoea

Itch; rash; cough; anaemia; protein deficiency

Schistosomiasis, bilharzias

In Vietnam, the use of excreta in agriculture and aquaculture is still a common practice in some
areas and the health risk related to this practice is a public health issue, in particular in the North
and Centre regions of the country. Health risks associated with excreta using are linked
mainly to occupational exposure of those who handle the excreta and consumption of
potentially contaminated products. The results from a previous study showed that the
prevalence of people infected with Ascaris is 44.4%, with Trichuris is 23.1%, and with
hookworm is 28.6% (Wim van der Hoek et al. 2003). Infection with roundworm (Ascaris),
whipworm (Trichuris), hookworm (Necator and Ancylostoma), and Clonorchis sinensis are
widespread in Vietnam and with a declining trend in the prevalence of Ascaris and Trichuris
from the North to the South of the country (Wim van der Hoek et al. 2003). A previous study
in Vietnam showed that the prevalence of Clonorchis sinensis varied considerably, from a low
of 0.2% in Thai Binh province to 26% in Nam Dinh province (De et al. 2003). The protozoan
parasites such as Cryptosporidium and Giardia infect the gastrointestinal tract of humans and
animals and cause severe diarrheal illness. Common to these organisms are the formation of
environmentally resistant cysts, that are shed in faeces and contaminate soil, water, and the
food chain (Fayer et al. 2000, Slifko et al. 2000). In Vietnam, the contact with wastewater is an
important risk factor for dermatitis, helminth infection and diarrheal among farmers engaged in
wastewater-fed peri- urban food production (MVuong et al. 2007, Lam et al. 2015). Although

11



the burden of helminth infection is high, general helminth infections are often given low
priority by authorities as they are not associated with high mortality. However, there is strong
evidence that helminth infections result in high morbidity, reduced growth among children,
increase the risk of malnutrition and has negative impacts on the learning capabilities of
children (Phiri et al. 2000, Stephenson et al. 2000). In this thesis, E. coli, Ascaris
lumbricoides, Cryptosporidium sp. and Giardia sp. were enteric pathogens of interest for the
study.
E. coli
E. coli is subset of the group comprising total coliforms. Since the development of bacterial
culture media that are highly specific and indicative, most recent studies report E. coli rather
than the thermotolerant coliforms. E. coli is a part of the normal mammalian intestinal flora
and originate from excreta of human and warm-blooded animals. Some bacteria included in
the group of total coliforms may be of environmental origin (Fuhrimann, Pham-Duc, et al.
2016). Therefore, their present and concentration in the environment, food and drinking water
is an useful indication of the level of faecal contamination (World Health Organization 2004).
In Vietnam, thermotolerant coliforms and/or E. coli are measured as faecal contamination
indicators as part of the Vietnamese standards for water quality guidelines using for drinking
and other domestic purposes (QCVN 01: 2009/BYT and QCVN 02: 2009/BYT).
Cryptosporidium sp.
Cryptosporidium is a parasite found in food and water that has been contaminated by feaces
from humans or animals. Cryptosporidiosis is a disease that causes watery diarrhea and can
infect any person, but it is likely to develop more serious illness in immune-compromised
individuals, especially those with AIDS (CDC, 2016). Cryptosporidium has a complex life
cycle with both sexual and asexual stages, which can complete within a single host (Keusch
et al. 1992). Cryptosporidium begins its life cycle as sporulated, mature oocysts which enter
the environment through the feaces of the infected host. The infective oocysts reside in food,
water bodies and drinking water sources. Once ingested oocysts encyst in the gastrointestinal
tract and release the infective sporozoites (Current and Garcia, 1991). Following several
cycles of asexual multiplication (sponrogony, merogony and gametogony), merozoites then
develop into thick-walled oocysts that will exit the host or thin-walled oocysts, which
autoinfect the host. Only thick-walled oocysts are robust and can survive outside the host and
12



very resistant to chlorine disinfection, while thin- walled oocysts quickly die off after
excretion. Once being excreted into the environment, the Cryptosporidium oocysts can
survive for an extended period of time until a new host is encountered. Cryptosporidium can
be spread in several different ways where contaminated food or water is the most common
modes of transmission. Propagation of Cryptosporidium may take place in the environment

without a host (Centers for Disease Control and Prevention 2016).

Figure 1.4. Life cycle of Cryptosporidium (Source: www.cdc.gov)

Giardia sp.

Giardia is a genus of anaerobic flagellated protozoan that colonize and reproduce in the small
intestines of several vertebrates, causing giardiasis. The parasites have been found to affect
humans and a range of domestic and wild animals throughout the world. During the life cycle
of Giardia, the parasite is shed with the feaces as an environmentally robust cyst. Cysts are
resistant forms and responsible for the transmission of giardiasis. Infection occurs via the
faecal-oral route either directly via hand or fomites or indirectly by the ingestion of Giardia
cysts in contaminated drinking water and food. In the small intestine, excystation releases
trophozoites and they can be free or attached to the mucosa by a ventral sucking disk. The
cyst is the stage found most commonly in non-diarrheal feaces. In addition, since the cysts are
infectious when passed in the stool or shortly afterwards, person-to-person transmission is
also possible. Giardiasis occur in different parts of the world. However, the disease is more
common in overcrowded developing countries that lack adequate sanitary conditions and

water quality control is still limited (Centers for Disease Control and Prevention 2016).
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Figure 1.5. Life cycle of Giardia (Source: www.cdc.gov).

Ascaris lumbricoides

Ascaris lumbricoides is the largest nematode parasitizing the human intestine, which is
approximately 15-35 cm in length in adulthood. Ascaris lives in the intestine and the eggs are
passed in the feaces of infected persons. If the infected person practices open defecation or if
the feaces of an infected person are used as fertilizer, eggs are deposited on soil, where they
can then mature into a form that is infective. Ascariasis is caused by ingesting eggs, which
can happen when dirty hands or fingers are put in the mouth or by consuming contaminated
vegetables or fruits that have not been carefully cooked, washed or peeled. During the time
frame of pulmonary symptoms, eggs are not being shed, and thus diagnosis is not possible.
Eggs are not shed in stool until roughly 40 days after the development of pulmonary
symptoms. After migrating up the respiratorytract and being swallowed, they mature,
copulate, and lay eggs in the intestines. Adult worms may live in the gut for 6-24 months,
where they can cause partial or complete bowel obstruction, or they can migrate into the
appendix, hepatobiliary system, or pancreatic ducts and rarely other organs such as kidneys or

brain (Centers for Disease Control and Prevention 2016).
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Figure 1.6. Life cycle of Ascaris lumbricoides (Source: www.cdc.gov)

1.5. Quantitative microbial risk assessment due to exposure to human excreta
The Quantitative Microbial Risk Assessment (QMRA) framework has been developed to
evaluate the risks of transmission of infectious diseases related to the local use of faeces as
fertilizer(Schonning et al. 2007). On the other hand, QMRA also was used to estimate the risk of
treated sludge regarding helminth ova. QMRA data suggested addition protection measures,
such as bio-solid application rates, crop restriction, and produce better washing practices
(Navarro et al. 2009). Ascaris eggs need to reduce by wastewater treatment and peeling prior
to consumption rely on the result of quantitative microbial risk analyses (Mara and Sleigh
2010). Other study using QMRA indicated very high water-related infection risk levels
compared to the actual locally recorded disease occurrences (Yajima and Koottatep 2010).
From a global perspective, QMRA is also recommended as a tool to assess the health risk of
wastewater and excreta reuse in agriculture (World Health Organization 2006a). In Vietnam,
QMRA was used to assess the risk related to wastewater in agriculture and flooding condition
(Yen-Phi 2010, Pham Duc Phuc 2012). In addition, QMRA was also used to estimate the
health risk of human exposure to biogas effluent in Ha Nam province (Le-Thi et al. 2017) and
wastewater reuse in Hanoi (Fuhrimann et al. 2017).

1.6. Nutrient flow and economic value of human excreta
Adapted Material Flow Analysis (MFA) is widely known as a useful tool for identifying

environmental problems by quantifying mass flows in an environmental sanitation system and
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for forecasting the impact of possible interventions on the environment (Misselbrook et al.
2000, Montangero and Belevi 2007, Montangero et al. 2007). The adapted MFA methodology
has been successfully applied in Vietnam, in the whole Day—Nhue River Basin(DNRB) (Do
TN et al. 2013, Do et al. 2014, Do and Nishida 2014) in Hanoi, an urban area in the DNRB
(Montangero and Belevi 2007, Montangero et al. 2007), and in Ha Nam, a rural area belongs
to DNRB where environmental sanitation and agricultural activities are closely interlinked
(Do-Thu et al. 2011). Connections of the environmental sanitation and agricultural system in
terms of nitrogen and phosphorous were quantified in the case study of Hoang Tay and Nhat
Tan communes in Kim Bang district, Ha Nam province, Vietnam (Do and Nishida 2014).
Recognizing the potential nutrient sources from manure and human excreta, we originally
analyzed the close interlinks of livestock (pig and poultry) with on-site sanitation system and
agricultural system (paddy field and fishpond) in a commune located along the bank of the
polluted Nhue River.

Farmers in some agricultural regions of Vietnam have used their sources of fertilizer from
human excreta to commercial inorganic products, either wholly or in part. It is unclear
whether this trend will become universal as not all farmers are able to afford or access
commercial fertilizer, and others consider human excreta a superior source of long-term
nutrition for plants and soil (Jensen et al. 2008). Inorganic fertilizers are primarily imported,
and their costs are influenced by a wide range of factors, including energy prices (Food and
Agriculture Organization of the United Nations 2015). Using human waste to fertilize crops is
recognized as a way to decrease household expenditures; however, it is unclear how costs and
health risks associated with STH infection interact. We have conducted the study to compare
the costs and STH risk associated with fertilizing rice paddies in the Red River Delta (RRD)
and there is a need to study ways to minimize the human health risks and maximize the benefits

of human excreta and animal manure in agricultural areas of Vietnam.
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2. AIM AND OBJECTIVES
Aim
This PhD work aimed to minimize the human health risks and maximize the benefits of human

excreta and animal manure in agricultural areas of Vietnam.

Objectives

This PhD has the following objectives:

1.  To determine the Ascaris lumbricoides eggs die-off in different storage of human
excreta options.

2.  To estimate the amount of human excreta accidentally ingested by farmer during use of
human excreta in agriculture.

3. Toassess human helminth infection and diarrheal risks in relation to use of stored human
excreta and biogas wastewater in agriculture.

4.  To analyse the economic value of human excreta used as fertilizer in agriculture.

5.  To analyse the nitrogen and phosphorus flow in the environment from humanexcreta and

animal manure
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3. METHODOLOGY

3.1 Description of the study sites
Hoang Tay commune, a peri-urban agricultural area, located in Kim Bang district, Ha Nam
province, in Northern Vietnam, was chosen as the study site for the intervention phase (Figure
3.1). Approximately 5,761 people reside in this area (1,762 households), and some parts of
their income source were derived from agricultural production, such as rice cultivation.
Application of human excreta as fertilizer was 13.73% of households and the presence of
unimproved latrines (World Health Organization and Unicef 2017) was 37% of households
(Hoang Tay People's Committee 2016). The economic basis of the commune relies on both
livestock and crops. The total swine population commune was 6500 in 2015 and almost all of
them were raised at small household scale. Household biogas was used to treat manure and
human excreta. While the treatment technology looked promising and clean, the treatment
quality and health risk posed by biogas effluent are questionable.
The residents of the study area were found to experience STH infections with hookworms
(2%), A. lumbricoides (24%) and T. trichiura (40%) being the pre-dominant species (Pham-
Duc et al. 2013).

Hai Duong

Figure 3.1. Study site of Hoang Tay Commune, Kim Bang, Ha Nam Province
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3.2 Experiment in the field for determining the existence of Ascaris lumbricoides
eggs in different human storage options and providing data for assessing health
risk by using stored human excreta as fertilizer in agriculture

We constructed 24 identical vaults with a size of 0.4 m (width) x 0.4 m (length) x 0.7m
(height), with bricks and cement for the experiment in Hoang Tay commune (Figure 3.2).
Details of experimental design, excreta storage vaults, excreta sample collection and
experimental data collection were described in Chapter 5 (Paper 1: Ascaris lumbricoides egg
die-off in an experimental excreta storage system and public health implication in Vietnam).

Figure 3.2. The vaults built for the study.

3.3 Exposure to excreta handling
We estimated the amount of human excreta accidental ingested by farmer during use of
human excreta in agriculture by quantifying farmer ingestion of human excreta during normal
agricultural practices in three steps. 1) we quantified the weight of excreta that remained on
farmers’ hands after handling waste in the field and in the laboratory; 2) we conducted a
laboratory simulation to estimate the weight of excreta that would remain on a farmer’s mouth
after contact with a soiled glove; 3) we quantified the frequency of contact between soiled
gloves and mouth by observing farmers while they took excreta from their latrine for storing,
composting, and applying on the field. All steps were described in detail in Chapter 5 (Paper
2: Estimation of excreta ingestion rates in farmers during activities in Vietnam).

3.4 Assess health risks related to excreta and wastewater handing

We used quantitative microbial risk assessment (QMRA) for assessing the healthrisk of
20



farmers. This included 2 contexts i) assessment of human helminth infection and diarrheal
risks in relation to use of stored human excreta and biogas wastewater in agriculture. The data
used for QMRA was combination of the data on experiment in the field in Chapter 6 (Paper
3: Burden of Ascaris infection in relation to handling and use of human excreta in
agriculture in Vietnam). ii) QMRA for biogas wastewater in Hanam Province, Vietnam. A
total of 451 representatives from households that use biogas were interviewed about their
practices of handling biogas plant and reuse of biogas effluent for irrigation. In addition, 150
samples of biogas wastewater were analyzed for Escherichia- coli, Cryptosporidium parvum,
and Giardia lamblia. We used Monte Carlo simulation for calculating risk characterization.
All steps of QMRA in this study were described in Chapter 7 (Paper 4: Diarrhea risks by
exposure to livestock waste in Vietnam using quantitative microbial risk assessment).

3.5 Analysis of the nitrogen and phosphorus flow in the environment from human

excreta and animal manure

We applied material flow analysis (MFA) to assess the environmental impact of human
activities on nutrient flows at the commune scale. Human excreta and animal manure were
considered as a nutrient source for paddy fields and fishponds in Hoang Tay commune, Ha
Nam province, Vietham. Development of the MFA model, uncertainty analysis, development
of scenarios and sensitivity analysis were described in Chapter 8 (Paper 5: Development of
nutrient cycle through agricultural activities of a rural area in the North of Vietnam).

3.6 Analysis of the economic value of human excreta used as fertilizer in agriculture.
We investigated the cost-savings and infection risk of soil transmitted helminths (STHs) in
four scenarios where farmers used either inorganic fertilizer or fresh/composted human
excreta (153 days storage with 10% lime and 181 days storage without lime) supplemented by
inorganic fertilizer to meet the nutrient requirements of rice paddies in the Red River Delta,
Vietnam. Details of the method were described in Chapter 9 (Paper 6: Turning poop into
profit: Cost-effectiveness and soil transmitted helminth infection risk associated with human
excreta reuse in Vietnam).

3.7 Data analyses
We use Microsoft Excel version 2016 for data entry and management. Statistical data analysis
using R 3.1.0 (The R Foundation 2016) was conducted. To conduct QMRA, both @Risk and
the R first package of “fitdistrplus” were used to choose and fit parametric univariable
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distributions to our given data. @Risk and the second package of “mc2d” were used to build
Monte-Carlo simulations in which the estimation of variability and uncertainty in the risk
estimates is separated (Pouillot and Delignette-Muller 2010).

3.8 Ethical consideration
This study was approved by the Ethics Review Board of the Hanoi University of Public
Health (020/2012/YTCC-HD3). Before the field work, permission was obtained from the
Provincial and District Health Offices of Ha Nam that was informed about the study and had
partnership with the research team. Detailed information on study objectives and procedures
were provided and working procedures were explained to farmers. Written informed consent

was obtained from each individual prior to study enrolment.

References

© The R Foundation. 2016. The R project for statistical computing. Available at
https://www.r-project.org/.

AgriCultures Network. 1994. Safe use of treated night soil. Available at
http://www.agriculturesnetwork.org/magazines/global/wastes-wanted/safe-use-of-
treated-night-soil.

An, B.X. 2002. "Biogas technology in developing countries: Vietnam case study." Research
and development on use of biodigesters in SE Asia region, Ho Chi Minh City,
Vietnam.

Antony Daisy, and S.Kamaraj. 2011. The Impact and Treatment of Night Soil in Anaerobic
Digester: A Review. J Microbial Biochem Technol 3:043-050.

Bill, Gates, and Gates Melinda. 2011. Bill & Melinda Gates Foundation. Available at.

Capizzi-Banas, S., M. Deloge, M. Remy, et al. 2004. Liming as an advanced treatment for
sludge sanitisation: helminth eggs elimination-Ascaris eggs as model. Water Res
38:3251-8.

Centers for Disease Control and Prevention. 2016. https://www.cdc.gov/az/c.html.

Chongrak Polprasert. 2007. "Organic Waste Recycling Technology and Management.” In,
edited by 3rd, 88-143. Lodon: IWA

Cordell, Dana, Jan-Olof Drangert, and Stuart White. 2009. The story of phosphorus: Global
food security and food for thought. Global Environmental Change 19 (2):292-305.

De, N. V., K. D. Murrell, D. Cong le, et al. 2003. The food-borne trematode zoonoses of
Vietnam. Southeast Asian J Trop Med Public Health 34 Suppl 1:12-34.

Do-Thu, Nga, Antoine Morel, Hung Nguyen-Viet, et al. 2011. Assessing nutrient fluxes in a
Vietnamese rural area despite limited and highly uncertain data. Resources,
Conservation and Recycling 55 (9):849-856.

Do, Nga Thu, Duc Anh Trinh, and Kei Nishida. 2014. Modification of uncertainty analysis in
adapted material flow analysis: Case study of nitrogen flows in the Day-Nhue River
Basin, Vietnam. Resources, Conservation and Recycling 88:67-75.

22


https://www.r-project.org/
http://www.agriculturesnetwork.org/magazines/global/wastes-wanted/safe-use-of-treated-night-soil
http://www.agriculturesnetwork.org/magazines/global/wastes-wanted/safe-use-of-treated-night-soil
https://www.cdc.gov/az/c.html

Do, T.N, and K. Nishida. 2014. A nitrogen cycle model in paddy fields to improve material
flow analysis: the Day-Nhue River Basin case study. Nutr Cycl Agroecosyst 100
(2):215-226.

Do TN, Kazama F, Sakamoto Y, et al. 2013. Application of Material Flow Analysis in
assessing nutrient fluxes in Day—Nbhue river basin, Vietnam, pp. IWA Publishing.

Fayer, R., U. Morgan, and S. J. Upton. 2000. Epidemiology of Cryptosporidium:
transmission, detection and identification. Int J Parasitol 30 (12-13):1305-22.

Feachem, Richard G, David J Bradley, Hemda Garelick, et al. 1983. Sanitation and disease :
health aspects of excreta and wastewater management. no. 3. New York, NY: World
Bank studies in water supply and sanitation.

Food and Agriculture Organization of the United Nations. 2015. World fertilizer trends and
outlook to 2018, pp.Rome, ltaly.

Fuhrimann, Samuel, Maarten Nauta, Phuc Pham-Duc, et al. 2017. Disease burden due to
gastrointestinal infections among people living along the major wastewater system in
Hanoi, Vietnam. Advances in Water Resources 108:439-449.

Fuhrimann, Samuel, Phuc Pham-Duc, Guéladio Cissé, et al. 2016. Microbial contamination
along the main open wastewater and storm water channel of Hanoi, Vietnam, and
potential health risks for urban farmers. Science of The Total Environment 566-
567:1014-1022.

Heinonen-Tanski, Helvi, and Christine van Wijk-Sijbesma. 2005. Human excreta for plant
production. Bioresource Technology 96 (4):403-411.

Hoang Tay People's Committee. 2016. Report on health work performance in 2016.

Holmgvist, A., and T. A. Stenstrom. 2001. Survival of Ascaris suum Ova, Indicator Bacteria
and Salmonella Typhimurium Phage 28B in Mesophilic Composting of Household
Waste. 1st International Conference on Ecological Sanitation, Nanning China.

Jensen, P. K., P. D. Phuc, and L. G. West. 2010. How do we sell the hygiene message? With
dollars, dong or excreta? Environ Health 9:27.

Khai, N.V., and N.G. Luong. 2010. Monograph of biogas technology, pp. Natural Science
and Technology, Vietnam.

Kone, D., O. Cofie, C. Zurbrugg, et al. 2007. Helminth eggs inactivation efficiency by faecal
sludge dewatering and co-composting in tropical climates. Water Res 41:4397-402.

Lam, S., H. Nguyen-Viet, T. T. Tuyet-Hanh, et al. 2015. Evidence for public health risks of
wastewater and excreta management practices in Southeast Asia: a scoping review.
Int J Environ Res Public Health 12.

Le-Thi, Thu, Phuc Pham-Duc, Christian Zurbrligg, et al. 2017. Diarrhea risks by exposure to
livestock waste in Vietnam using quantitative microbial risk assessment. International
Journal of Public Health 62 (1):83-91.

Ministry of Health. 2005. Decision No. 08/2005/QD-BYT, regarding issuing the sector
standards: Hygiene standards for various types of latrines,.

Misselbrook, T. H., T. J. Van Der Weerden, B. F. Pain, et al. 2000. Ammonia emission
factors for UK agriculture. Atmospheric Environment 34 (6):871-880.

Montangero, A., and H. Belevi. 2007. Assessing nutrient flows in septic tanks by eliciting
expert judgement: a promising method in the context of developing countries. (0043-
1354 (Print)).

23



Montangero, Agneés, Le Ngoc Cau, Nguyen Viet Anh, et al. 2007. Optimising water and
phosphorus management in the urban environmental sanitation system of Hanoi,
Vietnam. Science of The Total Environment 384 (1):55-66.

Nguyen, V.C.N., T.H. Phan, and H.N. Vo. 2012. Review on the most popular anaerobic
digester models in the Mekong Delta. J. Viet. Env 2:8-19.

Nigel Hunt. 2010. Human excreta may help secure future food security. Available at
http://www.reuters.com/article/idUSTRE6AS30220101129?feedType=RSS&feedNa
me=everything&virtualBrandChannel=11563.

Niwagaba, C., R. N. Kulabako, P. Mugala, et al. 2009. Comparing microbial die-off in
separately collected faeces with ash and sawdust additives. Waste Manag 29 (7):2214-
9.

Niwagaba Charles, Nalubega M. , Vinneras B., et al. 2006. Incineration of Faecal Matter for
treatment and Sanitation. IWA Publishing.

Niwagaba Charles, Nalubega M., Vinneras B., et al. 2006. Composting of source separated
human faeces. IWA Publishing.

Pecson, B. M., J. A. Barrios, B. E. Jimenez, et al. 2007. The effects of temperature, pH, and
ammonia concentration on the inactivation og Ascaris eggs in sewage sludge. Water
Research 41:2893 - 2902.

Peter Kjaer Mackie Jensen, Pham Duc Phuc, Line Gram Knudsen, et al. 2008. Hygine versus
fertiliser: The use of human excreta in agriculture a Vietnam example. International
Journal of Hygiene and Environmental Health 211:432-439.

Peter KM Jensen, Pham Duc Phuc, Flemming Konradsen, et al. 2009. Survival of Ascaris
eggs and hygienic quality of human exreta in Vietnamese composting latrines.
Environmental Health 8.

Pham-Duc, P., H. Nguyen-Viet, J. Hattendorf, et al. 2013. Ascaris lumbricoides and Trichuris
trichiura infections associated with wastewater and human excreta use in agriculture
in Vietnam. Parasitol Int 62 (2):172-80.

Pham Duc Phuc. 2012. "Wastewater and excreta use in agriculture in northern Vietnam:
health risks and environmental impacts." PhD thesis, Faculty of science, University of
Basel, Switzerland.

Phiri, K., C. J. Whitty, S. M. Graham, et al. 2000. Urban/rural differences in prevalence and
risk factors for intestinal helminth infection in southern Malawi. Ann Trop Med
Parasitol 94.

Phuc, D. P., F. Konradsen, P. T. Phuong, et al. 2006. Practice of using human excreta as
fertilizer and implications for health in Nghe An province, Viet Nam. The South East
Asian Journal of Tropical Medicine and Public Health 37.

Polprasert, Chongrak, and Lourdes Gamboa Valencia. 1981. The inactivation of faecal
coliforms and Ascaris ova in faeces by lime. Water Research 15:31-36.

Pouillot, R., and M. L. Delignette-Muller. 2010. Evaluating variability and uncertainty
separately in microbial quantitative risk assessment using two R packages. (1879-
3460 (Electronic)).

Priiss-Ustiin, Annette, Jamie Bartram, Thomas Clasen, et al. 2014. Burden of disease from
inadequate water, sanitation and hygiene in low- and middle-income settings: a
retrospective analysis of data from 145 countries. Tropical Medicine & International
Health 19 (8):894-905.

24


http://www.reuters.com/article/idUSTRE6AS3O220101129?feedType=RSS&feedName=everything&virtualBrandChannel=11563
http://www.reuters.com/article/idUSTRE6AS3O220101129?feedType=RSS&feedName=everything&virtualBrandChannel=11563

Pullan, R. L., J. L. Smith, R. Jasrasaria, et al. 2014. Global numbers of infection and disease
burden of soil transmitted helminth infections in 2010. Parasit Vectors 7.

Rose, C., A. Parker, B. Jefferson, et al. 2015. The Characterization of Feces and Urine: A
Review of the Literature to Inform Advanced Treatment Technology. Critical
Reviews in Environmental Science and Technology 45 (17):1827-1879.

Schonning, C., Thor Axel Westrell T Fau - Stenstrom, Karsten Stenstrom Ta Fau - Arnbjerg-
Nielsen, et al. 2007. Microbial risk assessment of local handling and use of human
faeces. J. Water Health (1477-8920 (Print)).

Schuster-Wallace C.J., Wild C., and Metcalfe C. . 2015. Valuing Human Waste as an Energy
Resource In A Research Brief Assessing the Global Wealth in Waste. 175 Longwood
Road South, Suite 204

Hamilton, ON L8P 0A1 CANADA: United Nations University Institute for Water,
Environment and Health (UNU-INWEH).

Slifko, T. R., H. V. Smith, and J. B. Rose. 2000. Emerging parasite zoonoses associated with
water and food. Int J Parasitol 30 (12-13):1379-93.

Soil Association. 2010. A rock and a hard place, pp.Soil Association, United Kingdom.

Stephenson, L. S., C. V. Holland, and E. S. Cooper. 2000. The public health significance of
Trichuris trichiura. Parasitology 121.

Steven A. Esrey. 2000. "Towards a Recycling Society Ecological Sanitation - Closing the
Loop to Food Security." In ecosan — closing the loop in wastewater management and
sanitation, 290. Deutsche Gesellschaft fiir Technische Zusammenarbeit (GTZ) GmbH.

Strunz, Eric C., David G. Addiss, Meredith E. Stocks, et al. 2014. Water, Sanitation,
Hygiene, and Soil-Transmitted Helminth Infection: A Systematic Review and Meta-
Analysis. PLoS Medicine 11 (3):€1001620.

Tilley, E., L. Ulrich, C. Lthi, et al. 2014. "Compendium of Sanitation Systems and
Technologies." 180.

UNICEF and World Health Organization. 2015. Progress on sanitation and drinking water —
2015 update and MDG assessment. United States of America,: UNICEF and World
Health Organization.

Vuong, T. A., W. van der Hoek, A. K. Ersboll, et al. 2007. Dermatitis among farmers
engaged in peri-urban aquatic food production in Hanoi, Vietnam. Trop Med Int
Health 12 Suppl 2:59-65.

World Health Organization. 2004. Water Sanitation and Health. Available at
http://www.who.int/water_sanitation_health/publications/facts2004/en/.

World Health Organization. 2006. Guidelines for the safe use of wastewater, excreta and
greywater - volume 4: excreta and greywater use in agriculture, pp 45. World Health
Organization, 20 Avenue Appia, 1211 Geneva 27, Switzerland.

World Health Organization, and Unicef. 2017. Improved and unimproved water sources and
sanitation facilities. Available at https://www.wssinfo.org/definitions-
methods/watsan-categories/.

Yajima, A., and T. Koottatep. 2010. Assessment of E. coli and Salmonella spp. infection risks
associated with different fecal sludge disposal practices in Thailand. J Water Health 8
(2):355-64.

Yen-Phi, Vo Thi. 2010. "Quantitative Microbial Risk Assessment for faecal management —
health consequences in the Mekong Delta, Vietnam " Doctoral, Bonn University.

25


http://www.who.int/water_sanitation_health/publications/facts2004/en/
https://www.wssinfo.org/definitions-methods/watsan-categories/
https://www.wssinfo.org/definitions-methods/watsan-categories/

4. ASCARIS LUMBRICOIDES EGG DIE-OFF IN AN
EXPERIMENTAL EXCRETA STORAGE SYSTEM AND

PUBLIC HEALTH IMPLICATION IN VIETNAM

Tu Vu-Van!?45 Phuc Pham-Duc!, Mirko S. Winkler?, Christian Zurbrigg®, Jakob Zinsstag®,
Huong Le Thi Thanh?, Tran Huu Bich®, Hung Nguyen-Viet*’

This paper was published as:

Vu-Van, T., P. Pham-Duc, M. S. Winkler, C. Zurbriigg, J. Zinsstag, H. Le Thi Thanh, T. H.
Bich and H. Nguyen-Viet (2017). "Ascaris lumbricoides egg die-off in an experimental
excreta storage system and public health implication in Vietnam. International Journal of
Public Health 62(1): 103-111.

26


mailto:vuvantu@gmail.com
mailto:pdp@huph.edu.vn
mailto:nvh@huph.edu.vn
mailto:vuvantu@gmail.com
mailto:lth@huph.edu.vn
mailto:thb@huph.edu.vn
mailto:Jakob.Zinsstag@unibas.ch
mailto:Hung.Nguyen@unibas.ch
mailto:mirko.winkler@unibas.ch
mailto:vantu.vu@unibas.ch
mailto:Jakob.Zinsstag@unibas.ch
mailto:Hung.Nguyen@unibas.ch
mailto:mirko.winkler@unibas.ch
mailto:vantu.vu@unibas.ch
mailto:Christian.Zurbrugg@eawag.ch

Int J Public Health
DOI 10.1007/s00038-016-0920-y

SSPH+

SWISS SCHODL OF
PUBLIC HEALTH +

ORIGINAL ARTICLE

@ CrossMark

Ascaris lumbricoides egg die-off in an experimental excreta storage
system and public health implication in Vietnam

Tu Vu-Van - Phuc Pham-Duc - Mirko S. Winkler - Christian Zurbriigg *
Jakob Zinsstag - Huong Le Thi Thanh * Tran Huu Bich - Hung Nguyen-Viet

Received: 15 May 2016/Revised: 29 October 2016/ Accepted: 31 October 2016

© Swiss School of Public Health (SSPH+) 2016

Abstract

Objectives We studied the influence of different additive
materials (lime, and rice husk) and aeration conditions on
Ascaris lumbricoides egg die-off in 24 vaults of an exper-
imental excreta storage unit.

Methods Excreta samples were collected once every two
weeks over a 181-day period. Temperature, pH, and
moisture content were recorded. A. lumbricoides eggs were
quantitatively analyzed by the Romanenko method, which
identified and counted live and dead eggs.

Results From the first sampling (0 storage day) to the final
sampling (181 storage days) the average percentage of
viable A. Ilumbricoides eggs decreased gradually from
76.72 £ 11.23% (mean £ SD) to 8.26 & 5.20%. The storage
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time and the high pH value significantly increased the die-
off of helminth eggs. Over 181 storage days, all vaults
option effectively reduced A. lumbricoides eggs die-off.
Conclusions The best vault option, with aeration and 10%
lime per total weight, met the WHO standard for excreta
treatment on the 111th storage day.

Keywords Ascaris lumbricoides - Helminth - Human
excreta - Waste reuse - Vietnam

Introduction

Globally, an estimated 438.9 million people were infected
with hookworm in 2010, 819.0 million with Ascaris lum-
bricoides, and 464.6 million with Trichuris trichiura
(Pullan et al. 2014). These infections are a common public
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health issue in the most impoverished communities
(Karagiannis-Voules et al. 2015). Although the infections
decline with the improvement of sanitation (Ziegelbauer
et al. 2012), further reductions in children and within their
communities are still urgently needed in developing
countries (Pullan and Brooker 2012). Indeed, the burden of
disease is estimated at 68% of 4.98 million years lived with
disability attributable to soil-transmitted helminths (STH),
with 67% of such infections occurring in Asia (Pullan et al.
2014).

Helminth infections are acquired from environments
contaminated by the worms’ infective stages that develop
from fertilized eggs. People infected with helminths pass
eggs in their feces, which mature in the environment before
becoming infective again (Centers for Disease and
Prevention 2013). Thus, the storage and handling practices
of human excreta are important factors to reduce the risk of
infection with helminths (Gulliver et al. 2014). Despite the
potential health risks, human excreta are a valuable
resource as fertilizer for agricultural production (Jensen
et al. 2008, 2010). Excreta contain nutrients such as
phosphorus, nitrogen, and potassium, which are essential to
plant growth. Hence, application of excreta in agriculture
can help communities increase agricultural productivity
through the recycling of nutrients while saving on cost for
chemical fertilizers, resulting in economic benefits (Jensen
et al. 2010).

Reuse of human excreta has long been part of the
agricultural tradition in Vietnam. To reduce human health
risks associated with excreta use in agriculture, the Viet-
namese Ministry of Health has stipulated the time for
human excreta storage in latrines to be at least six months
before application as fertilizer (Ministry of Health 2005).
However, in Central Vietnam, it has been observed that
74% of farmers do not follow the recommended storage
time (Jensen et al. 2008). Excreta are often only stored for
3-6 months in vault latrines before reuse. Moreover,
kitchen ash and/or lime is added to cover excreta following
each latrine use and during the storage period. These
practices primarily aim at reducing the moisture content,
preventing foul odours and combating flies (Knudsen et al.
2008). However, it is unclear how these practices affect the
elimination of viable helminth eggs over time.

The addition of lime to cover excreta in the latrine vaults
has been reported to increase pH value, which may inac-
tivate 4. lumbricoides ova in feces; even in the laboratory
with pH >12 in the solution, the efficiency of inactivating
A. lumbricoides ova was found to be low (Polprasert and
Valencia 1981). On the other hand, there has been limited
research conducted on the survival of A. lumbricoides eggs
in fecal material found in latrine vaults. Most studies used
A. suum eggs, placing them into “tea bags” that were
inserted into the vault and monitored for die-off (Jensen
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et al. 2009; Yang et al. 2002). There is, however, no cal-
ibration between the viability of A. suum eggs compared to
A. lumbricoides eggs. As well, eggs in these experimental
conditions were not necessarily impacted by the compost-
ing process in the same way as the eggs in newly deposited
feces. Therefore, it is essential to have a better under-
standing of how A. lumbricoides egg deactivation actually
occurs in a real context without too much speculation from
experiments, and using the helminth species of interest.
The objective of this study was to test the efficiency of
excreta storage with additive materials and aeration
modalities over time on the die-off of A. lumbricoides eggs
in an in situ condition. This study will contribute to a more
specific understanding on public health implication of
helminth intervention in the context of Vietnam and other
developing countries.

Methods
Study area

The study site was Hoang Tay commune, Kim Bang dis-
trict, Ha Nam province. This commune is located at 20°36'
N and 105°54’E in Northern Vietnam. We set up the study
on 8th February 2012 in spring season. The population of
Hoang Tay commune was estimated at 5735 individuals
residing in 1720 households. The main income source was
from agricultural production such as rice and other crop
cultivation, which frequently used human excreta and
manure as fertilizer. Nearly 40% of households had access
to hygienic latrines and 50% of households reported using
human excreta in agriculture (Pham-Duc et al. 2013).
According to a cross-sectional survey in 2008, the preva-
lence of helminth infections was 61.8%, with T. trichiura as
the predominant species (60.1%), followed by A. lumbri-
coides (33.5%) and hookworm (2.6%) (Pham Duc 2008).

Experimental design and excreta storage vaults

At the research station in Hoang Tay commune, we con-
structed 24 identical vaults with a size of 04 m
(width) x 0.4 m (length) x 0.7 m (height), with bricks and
cement for the experiment. Each vault could hold
approximately 100 kg of excreta and had a cover made of
metal. The constructed vaults were situated in a covered
house in a field, and resembled the excreta storage latrines
that were commonly used by the local population.

The vaults were randomly assigned into four experi-
mental options: (V1) 100 kg excreta without additive
materials; (V2) 97 kg excreta with 3 kg lime; (V3) 90 kg
excreta with 5 kg lime and 5 kg rice husk; and (V4) 90 kg
excreta with 10 kg lime. In each vault, the mass of excreta
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with or without additive materials was 100 kg. For testing
the effect of excreta aeration within the vaults, each option
was further assigned to a design with and without air pipes.
The air pipe system is illustrated in Fig. 1.

We collected excreta from all households that had single
vault or double vault latrines in Hoang Tay commune. The
excreta had been stored from three to six months within the
vaults, which continuously incorporated fresh excreta as the
latrines were used. To make the excreta homogeneous, a
mixing process was applied. First, 100 kg of excreta was
mixed by machine for 1 min at 36 rpm, which was suitably
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Fig. 1 The aeration system for vaults Vlin airr V2ime3ke with airs
V3lime riceh air» Ad V4jimeioke air With three replicates for each option
in Vietnam experiment 2012. The tube diameter was 35 mm. The
aeration system width was 30 cm and the height was 80 cm. (V1 4 4/
the vault had 100 kg excreta without air pipe; V1 i air the vault had
100 kg excreta with air pipe; V2jime3ke: the vault had 97 kg excreta
and 3 kg lime without air pipe; V2jimeskg air: the vault had 97 kg
excreta and 3 kg lime with air pipe; V3jime ricen had 90 kg excreta,
5 kg lime and 5 kg rice husk without air pipe; V3jime riceh air had 90 kg
excreta, 5 kg lime and 5 kg rice husk with air pipe; Vdjimeioke had
90 kg excreta and 10 kg lime without air pipe; V4jime1okg air had 90 kg
excreta and 10 kg lime with air pipe)

Table 1 Experimental options for excreta storage, air pipes, and
additive materials in Vietnam experiment, 2012 (V1 , 4, the vault
had 100 kg excreta without air pipe; V1 win 2 the vault had 100 kg
excreta with air pipe; V2jimeske: the vault had 97 kg excreta and 3 kg
lime without air pipe; V2jimeskg air: the vault had 97 kg excreta and

slow to avoid destroying the structure of excreta. Then, we
equally divided excreta into 24 plastic boxes, each with a
240-litre capacity. We repeated the mixing and dividing
activity until all collected excreta were allocated to the 24
boxes. Second, lime and rice husks were weighed according to
the quantities specified in Table 1, and then added to the
excreta in the 24 boxes. Third, the excreta in each plastic box
were re-mixed to achieve homogeneity with the lime and rice
husks, before moving the content into the experimental vaults.

Excreta sample collection and experimental data
collection

The first samples were collected immediately after excreta
and their additives were placed in the experimental vaults.
Subsequently, excreta were sampled once every two weeks
over the duration of 181 days, amounting to 14 samples per
experimental vault, which were then subjected to labora-
tory analysis for the detection of 4. lumbricoides eggs. The
sampling order 1st, 2nd, 3rd, 4th 5th, 6th, 7th, 8th, 9th,
10th, 11th, 12th, 13th, 14th corresponded to excreta storage
days 1, 13, 27, 41, 55, 69, 83, 97, 111, 125, 139, 153, 167
and 181, respectively. Excreta samples were collected by
means of sterilized spoons at five different sampling points
in the vault at a depth of 15 cm from the surface. The five
samples from each vault were pooled and then split into
portions: (1) approximately 40 g for 4. lumbricoides egg
analysis; and (2) 200 g for other indexes analysis, reported
elsewhere. Samples for analyzing A. lumbricoides were
temporarily stored in an ice-box and all samples were
transported to the laboratory during the same day.

The pH of the vault was recorded directly by pH meter
(Hanna-HI99121) during each sampling event. Log Tag
Humidity and Temperature Data Loggers were placed
inside the vaults and set to automatically record the

3 kg lime with air pipe; V3iime ricen had 90 kg excreta, 5 kg lime and
5 kg rice husk without air pipe; V3jime ricen air Dad 90 kg excreta, 5 kg
lime and 5 kg rice husk with air pipe; V4jimeioke had 90 kg excreta
and 10 kg lime without air pipe; V4iimeiokg air had 90 kg excreta and
10 kg lime with air pipe)

Vault options Excreta (kg) Additive material (kg) Air pipe Replicates
Lime Rice husk (riceh)
V1,0 air (control) 100 0 0 No 3
Vit air 100 0 0 Yes 3
V2iimeske 97 3 0 No 3
V2iime3ke air 97 3 0 Yes 3
V3iime riceh 90 5 5 No 3
V3lime riceh air 90 5 5 Yes 3
Viime10kg 90 10 0 No 3
Vdiime10kg air 90 10 0 Yes 3
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temperature and humidity every four hours. Another Log
Tag was set up to record the ambient temperature inside the
house.

Laboratory analyses

Relative humidity (RH) of the excreta was determined by
means of the following working steps and by applying
formula ‘Eq. 1’. One hundred grams of excreta (M1) was
placed into an aluminum box with known weight (M2) and
dried in an oven at 105 °C until no change in weight was
registered. The aluminum box containing excreta was
placed into a desiccator for 30 min and then weighed again
(M3).

RH = (M1 + M2 — M3) x 100/M1 (1)

M1 is gram of sample, M2 is gram of aluminum box,
M3 is gram of aluminum box containing sample after
30 min of desiccation.

We used the Romanenko method for analyzing 4. lum-
bricoides eggs (Romanenko 1968). The total weight of
excreta for each sample varied from 25 to 40 grams and
was analyzed using a standardised procedure. Firstly,
excreta were placed into five falcon tubes, up to two-thirds
capacity, and then NaOH (5%) added until the tubes were
nearly full. The mixtures were stirred with a stick for
30 min. Afterwards, the tubes were centrifuged at 1000-
1500 rpm for five minutes. The water layer in each tube
was eliminated. Next, saturated NaNO; was added to each
tube, stirred for 10 min, and then centrifuged at 1000 rpm
for five minutes. Saturated NaNO5 was added until a liquid
convex appeared at the top of each tube. Finally, three
slides were placed consecutively on each falcon tube for
20 min each. The slides were prepared with one drop of the
resultant liquid and one drop of glycerine solution (50%)
on top. We used a microscope with lens 40 x to identify
the following: viable eggs by normal ova; dead eggs by
abnormal ova (i.e., vacuolations inside the ova, congelation
and vitreous transformation, irregular over cell sizes,
bubbling of the cells, granulations and vacuolations or ova
shell-cracked and dilapidated); infertile ova; and fertile
unembryonated ova.

Statistical analyses

The percentage of viable 4. lumbricoides eggs was calcu-
lated for each sampling by the number of viable eggs
counted in that sample divided by the total number of eggs
counted. The percentages of viable eggs for all vault
options over the storage period were analyzed in linear
regression and compared using the one-way ANOVA test
to find the best fit model in repeated measures analysis. R
3.1.0 software was used for the analyses and the statistical
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significance was assessed using p < 0.05 (The R project for
statistical computing 2016).

Results

Variation of physio-chemical factors: temperature, pH,
and humidity

The average temperature in all vaults varied from
20.95 £ 2.01 to 28.44 £+ 0.35 °C. The room temperature
was lower than in the vaults (approximately 6 °C) during
the first week, after setting up the experiment. The average
pH value decreased from 10.59 + 1.85 to 7.85 £ 0.18
(Table 2).

The initial pH values were the highest in vault options
Vdiimeiokg and Vdjimeioke air (Fig. 2); they decreased from
12.50 £ 0.30 to 7.94 &+ 0.18 and from 11.43 + 0.93 to
7.81 £ 0.12, respectively, over 181 days. The relative
humidity (RH) decreased from 56.87 + 3.41% to
15.28 £ 2.66% over 139 storage days, however, this was
not significant.

The pH varied from the first to the ninth sampling (over
111 storage days) in all vault options (p < 0.001), except
for the vault options V1, i and V1 4 (Fig. 2). How-
ever, no significant difference in pH was observed from
111 storage days to 181 storage days. The largest reduction
of pH values were in vault options Vé4jpeione and
Vdiimeiokg air (Iime 10%), initially ranging from 12.20-
12.80 to 10.38-11.45, which decreased to 7.76-8.11 and
7.71-7.95, respectively.

Die-off rates of A. lumbricoides eggs

The average percentage of viable A. lumbricoides eggs
gradually decreased from 76.72 + 11.23% on the first day
of storage to 8.26 = 5.20 % on the 181st day of storage
(Table 5). This percentage decreased significantly in all
vault options (p < 0.001) over the full duration of the study.
In the control vault (option 11), the average percentage of
viable 4. lumbricoides eggs decreased from 77.27 £ 1.34%
to 6.30 £ 6.47% over 181 days. However, there was no
difference in reduction of the average percentage of viable
A. lumbricoides eggs when comparing control vault option
V1,0 air With other vault options over 181 days (p > 0.05).
There were significant reductions in the percentage of
viable A. [umbricoides eggs over 111 days storage
(Table 3). The largest reduction of viable 4. lumbricoides
eggs was observed for the vault options V4jmeioke
(mean = standard deviation reduction: 79 £ 11) in com-
parison with vault option control V1., . (73 £ 4)
(coefficient in interaction between sampling occasion and
vault is the smallest with p < 0.001). The storage days and
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Table 2 Average temperature and pH in all vault options over 181 storage days in Vietnam experiment, 2012

Storage day

83

69

55

41

27

13

30.58 £+ 0.84

30.8

27.37 £+ 0.80

29.7

23.88 + 0.60

25.1

23.20 £ 0.77

23.1

2321 £ 1.13

19.07 £ 1.03

18.4

20.95 £ 2.01

14.9

Average temperature in vaults (°C)

25
9.16 + 1.81

Temperature in room (°C)

pH

7.92 £ 0.34

8.29 £ 0.88

NA

8.53 £ 1.29

8.86 £ 1.74

NA

9.20 £+ 1.63

NA

10.59 £+ 1.85
56.87 £ 3.41

44.44 + 3.40 36.19 &+ 2.84

52.19 £ 3.07

Relative humidity (%)

Storage day

181

167

153

139

125

111

97

28.44 £ 0.35

ND*

30.52 + 0.37

27.3

30.79 + 0.23

332

31.24 + 0.39

34.1

32.03 + 0.30

33.7
7.68 £+ 0.17

NA

30.00 £ 0.36

29.3

30.07 £ 0.58

30.5

Average temperature in vaults (°C)

Temperature in room (°C)

pH

7.85 £ 0.18

NA

7.76 £ 0.15

NA

7.78 £ 0.17

NA

7.68 £ 0.13

7.80 £+ 0.24

8.03 £0.23

NA

15.28 £ 2.66

25.15 £ 2.99

Relative humidity (%)

% NA not available data; mean + standard deviation

——V1no air

\ —#—V1with air
10 N
—&—V2lime3kg
8 e . — e ———r—

V2lime3kg air

pH

—#—V3lime riceh
—e— V3lime riceh air
V4lime10kg

V4lime10kg air
1 2 3 4 5 6 7 8 9 10 11 12 13 14

Sampling

Fig. 2 Reported pH values in vault options following 14 sampling in
Vietnam experiment, 2012 (V1 , 4, the vault had 100 kg excreta
without air pipe; V1 y;m o5 the vault had 100 kg excreta with air pipe;
V2jime3ke: the vault had 97 kg excreta and 3 kg lime without air pipe;
V2iime3kg air: the vault had 97 kg excreta and 3 kg lime with air pipe;
V3iime ricen had 90 kg excreta, 5 kg lime and 5 kg rice husk without air
Pipe; V3iime ricen air Nad 90 kg excreta, 5 kg lime and 5 kg rice husk
with air pipe; V4iimeioke had 90 kg excreta and 10 kg lime without air
pipe; Vdjimeioke air had 90 kg excreta and 10 kg lime with air pipe)

increased pH values were associated with a significant
increase in the percentage of dead A. lumbricoides eggs.

Discussion

This study assessed the percentage of viable 4. lumbri-
coides eggs in human excreta over 181 storage days with
different options of adding locally available materials. The
number of eggs in all vault options at 181st storage day
was less than 1 egg per gram of total solid excreta, and thus
the fecal sludge met the World Health Organization
(WHO) safety limit for reuse in agriculture (World Health
Organization 2006a). Vault option V4jimeiokg air» With air
pipe and 10% lime per total weight, was shown as the best
combination of aeration and additive material by consis-
tently meeting the WHO standard by the 111th storage day.
This result presents a promising practice for treating exc-
reta by storage and the addition of locally available
materials, which reduces treatment time for the safe use of
excreta in agriculture.

Parameter influencing A. lumbricoides eggs die-off

The percentage of viable 4. lumbricoides eggs decreased
significantly in vault options having a high pH (5 and 10%
lime) over 111 storage days (70.08 and 73.66% reduction,
respectively). Throughout the 181 storage days, the tem-
perature of the vaults increased from 20.95 to 28.44 °C.
During the first 13 storage days, the average temperature in
all vaults was higher than the temperature in the room
(6 °C), which might be explained by activities of thermo-
bacteria. The values for temperatures within the vault and
the room were the same after 13 storage days, and there
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Table 3 Temperature, pH, and effects of vault options and storage time on percentage of live eggs during storage of excreta over 181 storage

days and 111 storage days in Vietnam experiment, 2012

p value over 181 storage days (n = 336)

p value over 111 storage days (n = 216)

Percentage pH Temperature Percentage pH Temperature
of live eggs of live eggs
Vault options 0.058 0.077 <0.001 <0.001 <0.001 <0.001
Sampling (storage time) <0.001 0.539 <0.001 <0.001 <0.001 <0.001
Vault options x Sampling 0.873 0.120 0.559 <0.001 <0.001 <0.001

Table 4 Average number egg per total solid of excreta in all vault
option over 181 storage days among Vietnam experiment, 2012 (V1
no air: the vault had 100 kg excreta without air pipe; V1 wim air the
vault had 100 kg excreta with air pipe; V2jimeske: the vault had 97 kg
excreta and 3 kg lime without air pipe; V2jimeske air: the vault had

97 kg excreta and 3 kg lime with air pipe; V3jme ricen had 90 kg
excreta, 5 kg lime and 5 kg rice husk without air pipe; V3jime ricen air
had 90 kg excreta, 5 kg lime and 5 kg rice husk with air pipe;
Vdjimeiokg had 90 kg excreta and 10 kg lime without air pipe;
V4jime10kg air had 90 kg excreta and 10 kg lime with air pipe)

Vault options ~ Storage day

1 13 27 41 55 69 83 97 11 125 139 153 167 18l
Vo air 17+7 2243 13+£2 15£2 10+£2 743 844 34+2 6+2 241 2£0 141 14+1 01
Vit air 16+£11 144+£2 13+£4 7+£2 10£2 8§42 845 443 34+2 541 241 1£1 0£1 040
V24imeske 12+4 1942 1343 15+£5 1645 714104 1342 643 442 5+4 3+£1 2£1 0£1 040
Vimeskg air  16£7 1746 1545 9+6 38438 11+5 744 544 241 3£2 34£2 141 0+£1 040
V3iime riceh 13£4 114+£5 11+£6 11£1 1543 10+£5 543 646 0+£0 4+£0 1£0 141 24+1 01
V3iime riceh air 13%E9  10£7 15+4 11+5 9+2 6+3 340 4+4 0+0 4+1 343 1+1 0+0 00
Viimeioke 18+2 1547 1542 17+£5 641 540 341 342 142 142 141 04£0 0+0 00
Vhimeiokg i 19+ 1 1547 14+5 14+7 1245 641 4+4 3+£4 0£0 0&+1 00 0+£0 0+£0 0£0

were no significant differences of temperature among all
vault options. In this study, the temperatures within the
vaults were lower than the temperature range in many
composting latrines in other studies (40—65 °C) (Anand and
Apul 2014). Hence, the effect of temperature on the die-off
of A. lumbricoides eggs might be reduced in our study.

The effect of low moisture conditions increased the rate
of die-off of A. lumbricoides eggs in the current study.
Hawksworth et al. (2010) found that at 30 °C and 100% RH,
viable Ascaris eggs were found after 58 days, and con-
versely, no viable eggs were found at 0% RH (Hawksworth
et al. 2010). In our study, as the RH decreased, the rate of
die-off of Ascaris eggs increased. However, the RH did not
significantly affect the percentage of viable 4. lumbricoides
eggs when vault options were compared because the dif-
ference between them was not large (0-3%). The RH of
vault options in this study were in the same as those in
tropical climates with temperatures ranging from 20 to 30 °©
C, which yielded survival times of Ascaris eggs between 10
and 12 months (Strauss et al. 2003).
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Storage time is the main factor explaining the significant
decrease of the percentage of viable eggs over 181 storage
days. However, Gantzer et al. (2001) found that live
nematode eggs can exist after 6 months of storage (Gantzer
et al. 2001).

Public health implication of helminth egg die-off
from human excreta storage options

After 181 storage days, all vault options were compliant
with the maximum number of viable 4. lumbricoides eggs,
as defined by the WHO guideline for safe use of excreta in
agriculture (World Health Organization 2006a) (Table 4).
Corresponding to the above storage day, the average
number of helminth eggs per gram excreta decreased from
15 (range 23-2) to 0 (range 2-0) in 8 vault options (Table 4).
The data crossed the horizontal axis at the 1 egg/g point,
showing that vault options V3jme ricens V3lime riceh air
Vdiimeioke and Vdjime1oke air T€ached the WHO standard at
111 days of excreta storage. However, vault option
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Table 5 Average number egg per three replicates in all vault option
following sampling time among Vietnam experiment, 2012 (sae:
survival Ascaris egg equal (Ascaris survival developed egg) plus
(Ascaris survival infective egg); dae:dead Ascaris egg equal (4scaris
dead developed egg) plus (4scaris dead infective egg) (V1 ,, i the
vault had 100 kg excreta without air pipe; V1 y;m o the vault had
100 kg excreta with air pipe; V2jimeskg: the vault had 97 kg excreta

and 3 kg lime without air pipe; V2jimeske air: the vault had 97 kg
excreta and 3 kg lime with air pipe; V3jime ricen had 90 kg excreta,
5 kg lime and 5 kg rice husk without air pipe; V3jime riceh air had 90 kg
excreta, 5 kg lime and 5 kg rice husk with air pipe; Vdjimei0ke had
90 kg excreta and 10 kg lime without air pipe; V4jime1okg air had 90 kg
excreta and 10 kg lime with air pipe)

Vault option Sampling 1 Sampling 2 Sampling 3 Sampling 4 Sampling 5 Sampling 6 Sampling 7
Egg status sae dae sae dae sae dae sae dae sae dae sae dae sae dae
Vo air 346 100 564 242 339 247 386 266 246 324 190 363 218 324
Vlgith air 259 107 347 162 330 193 176 102 258 249 213 254 200 153
V2iime3ke 330 85 492 212 339 231 390 175 419 258 1777 466 346 270
V2iime3ke air 403 138 442 209 373 247 240 151 951 382 276 305 196 282
V3lime riceh 301 60 275 124 276 166 293 258 394 216 253 274 140 251
V3lime riceh air 251 93 259 82 393 133 283 162 234 211 161 225 93 188
Vdiime10ke 394 63 374 174 372 201 427 223 160 274 141 244 95 203
Vdiime10kg air 522 165 375 185 366 168 363 371 304 236 150 198 120 192
Vault option Sampling 8 Sampling 9 Sampling 10 Sampling 11 Sampling 12 Sampling 13 Sampling 14
Egg status sae dae sae dae sae dae sae dae sae dae sae dae sae dae
Vo air 80 236 318 314 115 317 88 226 49 185 34 181 43 331
Vit air 117 254 154 240 219 184 94 223 52 205 29 177 8 121
V2iime3ke 156 249 256 626 238 348 157 321 78 197 33 188 18 130
V2iime3ke air 132 255 138 570 169 338 127 252 48 217 41 241 18 199
V3lime riceh 146 224 29 284 155 231 49 208 25 101 64 242 31 171
V3iime riceh air 100 194 20 282 138 164 119 176 25 133 25 176 10 96
Viime1oke 75 197 72 327 84 194 49 182 16 112 26 148 7 123
Vdiime10kg air 87 131 15 250 46 214 56 165 33 137 8 119 5 98

Vdiimeioke air had the best reliability for reducing egg counts
below the one egg per gram standard over the shortest time
period.

The largest reduction of viable A. lumbricoides eggs
occurred in vault options Véjimeioke and V4jimeioke air (With
10% lime per total weight). However, vault option
Vdiimelokg air T€ached the WHO standard on the 111th
storage day and far exceeded the recommendation of the
Ministry of Health of Vietnam to compost excreta for
180 days before using it for agriculture (Ministry of Health
2005).

According to the WHO guidelines for the safe use of
excreta and grey water in agriculture, the least time for
excreta storage is six months with alkaline treatment (pH >
9), temperature >35 °C and moisture <25% (World Health
Organization 2006b). Excreta can exceed pH 9 by the
addition of lime or ash (e.g., 200-500 ml, or enough to
cover each fresh defecation). In our study, we mixed exc-
reta with lime by the rate 10% lime per total solid. The pH
reached approximately 12 after 41 days, which exceeded
WHO requirements for pH, and then decreased to 8 on the
83rd day of storage. This helps to explain why the V4

lime10kg air Vault option created suitable egg reduction after
only 4 months of storage.

In Vietnam, Aya Yajima et al. indicated that despite
high latrine coverage (98.1%) in their study population, the
prevalence of A. Iumbricoides, Trichuris trichiura and
hookworm infection was 13.5, 45.2 and 58.1%, respec-
tively (Yajima et al. 2009). According to the report, the use
of human excreta as fertilizer was 17.4% in the agricultural
population. The farmers added straw to mix with human
excreta, and every 4-6 months, removed it to use as fer-
tilizer in agriculture. Therefore, we hypothesize that human
excreta stored in this manner still contained viable parasites
by the time that it was applied to the field. So, the use of
human excreta in this community is an important factor
contributing to the high prevalence of infection. In 2004,
Jensen et al. conducted a study in Nghe An province
showing that when farmers in 24% of the households used
excreta for only one crop per year, they were able to
compost for periods exceeding 6 months according to the
Vietnamese Ministry of Health guidelines (Ministry of
Health 2005). However, 93% of the households would
conduct between one and three composting periods lasting
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only 3—4 months (Jensen et al. 2008). Most households
(80%) composted excreta inside the latrine. Residents of
these households added kitchen ash into the vault of latrine
after each defecation, and 63% added lime. Of households
composting outside the latrine, 99% applied ash, 55% used
lime and 6% of the households used green leaves, straw, or
other organic materials. They often mixed these materials
with the excreta before composting. This manner of com-
posting excreta resembles the method of storing excreta in
our study. It means that the application of excreta in the
field after 3-4 months storage might be a risk factor
associated with helminth infection. A 2014 study showed
that 34% of study participants’ hands had the presence of
helminth eggs, and the concentration ranged from zero to
10 eggs per two hands (Gulliver et al. 2014). Thus, both
farmers and their family members can be at risk of hel-
minth infection. In addition, Pham-Duc et al. showed that
the use of human excreta for application in the field was
associated with an increased risk for helminth infection
(OR = 1.5, 95% CI 1.0-2.3) (Pham-Duc et al. 2013).
Therefore, treating excreta before it is used as fertilizer in
the field could play a role in the control of human helminth
infections.

Global public health officials promote quantitative
microbial risk assessment for water and sanitation (World
Health Organization 2016), including pathogens such as
helminths. However, the data related to helminth die-offs
in real conditions remains limited. Information describing
human contact with and exposure to excreta during agri-
cultural practices [e.g., (Feachem et al. 1983)], is outdated
and rare.

Therefore, our study provides new data to the interna-
tional literature for understanding helminth survival in the
local context of Vietnam and offers information for
regional and international studies on helminth risk and
control. This data is particularly meaningful for countries
in South East Asia and South China where the conditions
and practices of using excreta in agriculture are still
popular.

Our study was set up in conditions that are similar to the
local single vault or double vault latrines that are still used
in many places in Vietnam, and therefore, provides evi-
dence and implications for when and how a safe reuse of
excreta can be achieved. Further assessment on health risk
related to these treatment options and handling are under-
going and will provide more evidence for safe waste reuse
in Vietnam.

In conclusion, this field study offers evidence on the
ideal combination of locally available materials and exc-
reta storage conditions that would yield the microbial
safety in excreta. After 111 storage days, a mixture of
high pH and the addition of 10% lime already reached the
WHO standard for safe reuse of excrete of less than 1

@ Springer

egg/gram total solid material (World Health Organization
2006a). The findings can be useful for studies on risk
assessment and epidemiology of helminth infection and
control.
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ABSTRACT ARTICLE HISTORY
Soil-transmitted helminth (STH) infections caused 4.98 million years Received 23 March 2018
live with disability globally in 2014, mostly affecting the poor. When Revised manuscript
farmers handle excreta for reuse in agriculture, involuntary ingestion of ~ Accepted 15 May 2018
excreta particles is an important infection pathway for STH infections. KEYWORDS

The aim of this study was to quantify farmers’ ingestion of human human excreta; exposure
excreta during common agricultural practices in Vietnam. The weight assessment; occupational
of excreta that remained on farmers’ hands, the weight of excreta that health; farmer health;
would remain on a farmer’ mouth after contact with hand, and the vietnam

frequency of contact between hand to the mouth by observing

farmers while they handled excreta were simulated and quantified.

Our findings revealed that farmers are on average exposed 5.16 h to

excreta handling per year. Based on this average exposure time, it was

estimated that farmers ingest 91 mg of excreta per year (95% Cl: 73-

110 mg). Our study presents for the first time a robust quantitative

estimation of excreta ingestion by farmers during excreta handling in

agricultural practices. Hence, this paper makes an important

contribution to more robust quantitative microbial risk assessment and

health impact assessment related to STH infections and diarrhea in

Vietnam and other similar settings where excreta is used as fertilizer.

Introduction

Human excreta has been used as a source of crop fertilizer for centuries (AgriCultures Net-
work 1994), and currently it is still used by farmers in low- and middle-income countries
(LMICs), including Vietnam. Excreta contain key nutrients, such as phosphorus, nitrogen,
and potassium that are essential for plant growth. Application of excreta to farm fields
increases the agricultural productivity by replacing key nutrients lost during crop harvests
while also saving on chemical fertilizers costs, resulting in both economic and environmental
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benefits (Jensen et al. 2010). However, this practice poses potential health risks to farmers
who handle excreta, as well as to communities and consumers who eat uncooked produce
grown with excreta as fertilizers not properly managed (Pham-Duc et al. 2013, Fuhrimann
et al. 2016).

One significant human health risk is soil-transmitted helminth (STH) infections (Lam
et al. 2015). In 2010, it was estimated globally that 438.9 million people were infected with
hookworm, 819 million with Ascaris lumbricoides, and 464.6 million with Trichuris
Trichiura (Pullan et al. 2014). Rates of STH infection in Vietnam are considered moderate,
with the prevalence estimated at 28.6%, 44.4%, and 23.1% for hookworm, A. lumbricoides,
and T. trichiura, respectively (Van Der Hoek et al. 2003). Main risk factors of STH in
Vietnam include the use of excreta in vegetable cultivation (Van Der Hoek et al. 2003), and
living in a household without a latrine (Do et al. 2007). While a considerable body of evi-
dence exists on STH infection associated with excreta use, little is known about people
exposed to excreta while handling excreta to apply it as crop fertilizer relating to the trans-
mission of helminth infections, in particular A. lumbricoides.

Currently, in the peer-reviewed literature no studies can be identified that have attempted
to estimate excreta ingestion by farmers during excreta handling in either developed or
developing countries. Only two studies investigating the presence of A. lumbricoides eggs on
farmers’ hands are found (Hoa et al. 2010, Gulliver et al. 2014). In contrast, several studies
have sought to estimate soil ingestion in children in the United States (Clausing et al. 1987,
Davis et al. 1990, Davis and Mirick 2006, Xue et al. 2010, Wilson et al. 2013, Wilson et al.
2015, Von Lindern et al. 2016, Wilson et al. 2016) and one in both adults and children
(Davis and Mirick 2006). The data derived from these studies on soil ingestion rates, in com-
bination with data from studies quantifying the number of helminth eggs in soil, was then
used in a quantitative microbial risk assessment (QMRA) for the estimation of the associated
burden of infection (Schonning et al. 2007, Navarro et al. 2009, Navarro and Jimenez 2011).
Hence, the lack of a robust estimation of excreta ingestion by farmers during excreta han-
dling renders the application of QMRA to estimate the burden of helminth infection in the
given context difficult. Therefore, the objective of this paper is to estimate the amount of
excreta involuntarily ingested by farmers during excreta handling in Vietnam. The following
research questions were pursued: What is the weight of excreta remaining on the hands and
the face of farmers during excreta handling? How often do farmers touch their mouth with
excreta contaminated hands during transportation, composting, and field application
practices? What is the weight of the involuntary ingested excreta?

Methods
Study area

This study took place in Hoang Tay commune, situated in Kim Bang district, Ha Nam Prov-
ince in northern Vietnam (Figure 1). Approximately 5761 people reside in this area (1762
households) and a considerable part of their source of income is derived from agricultural
production such as rice cultivation (Hoang Tay People’s Committee 2016). Application of
human excreta to fertilize crops was observed in 37% of households in Hoang Tay (Hoang
Tay People’s Committee 2016). At the time of this study, households mostly relied on very
rudimentary forms of on-site sanitation facilities, for instance, 222 septic tanks, 469 pit
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Figure 1. Location of Hoang Tay Commune in Kim Bang district, Hanam province, Vietnam.

latrines, and 250 biogas units. The residents of the study area were found to experience STH
infections with hookworms (2%), A. lumbricoides (24%), and T. trichiura (40%) being the
predominant species (Pham-Duc et al. 2013).

Laboratory and field sample collection procedure

We estimated involuntary consumption of excreta by farmers in three steps as illustrated in
Figure 2. First, we used laboratory simulations and in field to quantify the weight of excreta
that remained on a farmer’s hands after handling waste. In the laboratory, non-powdered
latex gloves were sealed in Ziplock® freezer bags and weighed (TE214S Sartorius scale, +
100 mg). Three volunteers put the latex gloves on both hands, touched flour (VIMAFLOUR
LTD 2017) with equally moisture content of excreta, and then lightly rubbed their hands
together to remove large clumps. The gloves were removed, re-sealed in the same Ziplock®
bags, and re-weighed to quantify the amount of flour remaining on the gloves. In the field,
six farmers and three volunteers were recruited to wear pre-weighed, non-powdered latex
gloves while removing excreta from latrines. Following their work, all gloves were placed in
unsealed Ziplock® bags, dried for two weeks in the laboratory (average ambient temperature
23°C), and then re-weighed. Second, we estimated the weight of excreta that would remain
on a farmer’s mouth after contact with a soiled glove. Here, nine volunteers donned pre-
weighed, non-powdered gloves, touched wet flour, and then touched their face with one
hand. Flour was removed from the face using three pre-weighed plastic adhesive tapes
(Ziploc BAG - size 27 x 28 cm) in order to recover all flour. The assumption was that pro-
portion of flour weight remaining on the face after touching once to flour weight remaining
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Average weight of flour on glove (AFOG)
(n=100)

Average weight of flour on face (AFOF)
(n=70)

Estimate weight of excreta on face (EOF)
(n=56)

EOF=(AFOG/AFOF) x EOG

‘Weight of excreta on glove (EOG)
(n=56)

Pumber of tlrnes observed
thal armers tou their
hand to their mouth (OHM)

OHM = THM / TO (times/hour)

where THM is the total number
?1 hmﬁs tg-a: atrmers tou 'ﬁhed
heir an s to their mouths in i i farmy
l e 52 video cli sa TO is Féﬁr?tamgesnon peryearpo o
the total observed duration

EIY = AEOF x HMY (mglyear)

Where AEOF is the average weight of
excreta on the face after touching once,
and HWY is the guantity of touchmg the
hand to the mouth per yea

The frequency of touching hand

to the mouth per year (HMY

HMY = OHM x WTY (times/-
year)

where OHM is number of times
observed that farmers touching
their hand to their mouth, an:
WTY is the duration of the
farmers ( n-242] working with
excreta per yi

Figure 2. Diagram of estimating involuntary ingestion excreta per year of farmers.

on the gloves equalled the proportion of excreta weight remaining on the face after touching
once to the excreta weight remaining on the gloves. The estimated weight of excreta remain-
ing on the face after touching with a soiled glove, was calculated by Eq. (1):

EOF = (AFOF / AFOG) x EOG(mg) (1)

where EOF is the weight of excreta on the face after touching once, AFOF is the average
weight of flour remaining on the face, AFOG is the average weight of flour remaining on the
gloves, and EOG is the weight of excreta remaining on the gloves after touching once.

Third, we quantified the frequency of contact between soiled gloves and mouth by observ-
ing farmers while they took excreta from their latrines for composting and field application
practices. The farmers were asked to handle excreta as they would normally. Two researchers
observed the farmers at work and captured their activities by video recording.

Participant recruitment for video recordings and interviews

In July 2012, 52 farmers (3 men and 49 women) were recruited to participate in the study by
local community health workers visiting their households. The health workers introduced
the research team and explained that we were investigating how farmers work with excreta.
We advised the farmers that video recordings would require participant consent and would
only be used for this study and that all data would be kept confidential. Before recording, we
documented whether farmers chose to wear personal protective equipment, including
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protective clothes, facemasks, gloves, and boots. One researcher worked alongside the
farmer, while the other recorded these activities. The researchers reviewed all video clips to
quantify behaviors that would increase the risk of STH transmission (e.g. touching mouth,
face or furniture with soiled hands; hand-washing with or without soap).

We recorded the number of times observed that farmers touching their hand to their
mouth (OHM) by applying formula Eq. (2):

OHM =THM / TO(times /hour) (2)

where THM is the total number of times that farmers touched their hands to their mouths in
the 52 video clips and TO is the total observed duration.

In addition, we administered a questionnaire to 242 farmers come from households hav-
ing single and double vault latrines to further examine practices related to excreta use, such
as frequency and duration of excreta exposure. The frequency of touching hand to the
mouth per year (HMY) was calculated by applying Eq. (3):

HMY =OHM x WTY (times / year) (3)

where OHM is number of times observed that farmers touching their hand to their mouth,
and WTY is the duration of the farmers working with excreta per year.
Excreta ingestion per year per farmer (EIY) was calculated by applying Eq. (4):

EIY = AEOF x HMY(mg / year) (4)

where AEOF is the average weight of excreta on the face after touching once, and HMY is
the quantity of touching the hand to the mouth per year.

Statistical analyses

All collected data for the weight of material on gloves and face were put into bootstrap with
1000 times of sampling to identify the 95% confidence interval and the average value. T-test
was used to compare average weight of flour and excreta on gloves in different experiments.
A p-value of < 0.05 was considered significant. R 3.2.2 software was used for the statistical
analyses (© The R Foundation). @risk version 5.0 of Palisade was used to fit the probability
density functions (PDF) of different parameters and the best fit PDF were reported.

Results
Weight of excreta that remained on hands and face

The average weight of flour remaining on the pair of gloves after touching the flour in the
laboratory simulation was 41 mg (95% CI: 35; 48). The average weight of excreta remaining
on the farmer gloves was 302 mg (95% CI: 227; 392). In addition, the average weight of flour
touched on the face after one touch was 13 mg (95% CI: 12; 15). The average percentage
weight of flour that remained on the face after touching once, per the weight of flour that
remained on the gloves was 31.7%. The estimated average weight of excreta on the face after



6 (& T.V.VUETAL

Table 1. Average weight of flour and excreta remaining on gloves and the face.

Number Parameters of probability Mean (mg)
Materials of samples density functions [95%CI1 SD Min Max p value
Flour on gloves 110 LogLogitic(5.22, 26.17, 41 [35;48] 33 10 230 p<005°
(AFOG) 2134.40)"
Excreta on gloves 56 LogLogistic(6.64, 1252, 302 [227;392] 341 70 2007
(EOG) 1694.5)?
Flour on face 70 LogLogistic(1.81,9.59, 13[12;15] 8 4 61 p < 0.05%
(AFOF) 3292)®
Estimate excreta 56 95 [71;127] 108 22 656  p < 0.05%

on face (EOF)

M@G) oglogitic means the logistic distribution. Values in parentheses are values of 3 parameters: shift parameter y, scale
parameter B, and shape parameter .

“ 959% confidence interval of average weight was calculated on bootstrap sampling 1000 times.

Blt-test compared average weight of flour and excreta on gloves.

touching once was 95 mg (95% CI: 71; 127). Summary statistics of average weights of flour
and excreta remaining on gloves and the face are shown in Table 1.

Frequency of hand to mouth contact and weight of excreta ingested

The total duration of the recorded 52 video clips was 5 h and 20 min. The average age of the
farmer was 53 & 9.8 years (mean =+ standard deviation), with an age range of 28-79 years.
Most farmers put excreta into a bag for storage until applying it to the field (41/52 farmers),
7 farmers transported excreta immediately to the field for application, and 4 farmers stored
excreta in a heap. When farmers (n = 52) worked with excreta, 9 touched their hands to
other household items including their hat, face mask, and bicycle. One farmer was observed
touching the face of a child, six farmers touched their own heads, and one farmer was seen
to wipe their mouth with their arm (Table 2). Most farmers washed their hands (43/52) after
handling excreta but only half (25/52) used soap.

The duration farmers worked with excreta ranged from 20 min to 60 h and 50 min per
year. The average value was 5 h 10 min (95% CI: 4 h 14 min; 6 h 17 min) as shown in Table 3.
The number of touching hand to the mouth incidences per year ranged from 0.062 to 11.394.
The weight of excreta ingested per farmer each year ranged from 5 mg to 1082 mg. The

Table 2. Farmers actions when working with excreta.

Frequency from 52 observed farmers Percentage

Use of personal protective equipment (PPE)

Protective clothing 8 15.4

Face mask 22 423

Gloves 13 25.0

Boots 1 19

All PPE 1 19
Touch

Hand to head 8 11.5

Hand to household items 1 17.3

Arm & hand to mouth 1 19
Hand washing

Soap and water 25 48.1

Water 18 34.6

Wash farm tools 14 26.9
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Table 3. Working duration with excreta, frequency of touching hand to mouth, and excreta ingestion per
farmer per year (n = 242).

Parameters of probability Mean
Parameter density functions [95%C11® SD Min Max
Working duration with InvGauss(4.99,2.63, RiskShift 5.16 [4.196;6.242] 8357 0.333 60.833
excreta (hours/year) (0.16))™
Number of times of InGauss(0.95, 0.49, RiskShift 0.965 [0.787;1.181] 1.565 0.062 11.394
touching hand to (0.03)?
mouth/year (time/year)
Excreta ingestion per 91 [73;110] 148 5 1082
farmer (mg)

M@InyGauss means the Inverse Gaussian distribution. Values in parentheses are values of 2 parameters: mean 1 and shape
parameter A. RiskShift is the shift factor of a distribution.
3 95% confidence interval of average weight was calculated on bootstrap sampling 1000 times.

average weight of excreta ingestion per year of farmer was found to be 91 mg (95% confi-
dence interval: 73; 110).

Discussion

This study presents for the first time a robust quantitative estimation of involuntary excreta
ingestion by farmers during common excreta handling in agricultural practices in Vietnam.
Key findings show that the average weight of excreta ingested per year was determined to be
91 mg (95% CI: 73; 110), with a weight range from 5-1082 mg, and a median value of
44 mg. This result is of important contribution to the understanding on human exposure to
excreta and to assessment of health risk related to excreta handing.

Based on our review of the current literature, this was found to be the first study investi-
gating excreta ingestion by farmers when excreta are used as fertilizer. We found some stud-
ies that estimated soil ingestion for children and adults with values ranging from 1.2 mg/day
to 245.5 mg/day (Clausing et al. 1987, Davis et al. 1990, Davis and Mirick 2006, Wilson
et al. 2013, Wilson et al. 2015). Compared to our result, our estimated excreta ingestion
found to be lower if adjusted to a daily value (0.2-0.3 mg/day).

We estimated excreta ingestion only in farmers using excreta in agriculture, but not in
farmers who do not directly use excreta but may encounter it during other farming activities
and accidently ingest excreta. However, there was an association between the occupational
contact with soil and an increase of soil ingestion that was confirmed by Davis and Mirick
(2006), so the risk of excreta ingestion may be increased in farmers who use excreta.

In our study, the approach used to estimate excreta ingestion depended on several under-
lying assumptions. First, it was assumed that when farmers work with excreta, or apply it on
the field, they may routinely touch excreta with their bare hands; our results found 75% of
farmers did this with only 25% wearing gloves. A second assumption was that these farmers
may then touch their mouths with their hands during work; thus, farmers may directly
ingest excreta remaining on their hands. During our observations; only one farmer was
noted to wipe their mouth using their arm. There was no action of touching hand to the
mouth observed, though, wiping the arm across the mouth may occur during farm work.
Third, it was assumed that as the time working with excreta increases, the amount of excreta
ingestion also increases. Part of the variability observed in our study might be explained by
the composition of the study populations. For example, in our study, most surveyed
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participants were female (49 women vs. 3 men), therefore the exposure might be different
depending on the gender. As the ages of the study participants varied largely from 28 to
79 years, we could expect younger farmers are likely to have less skillful practices than older
members, thus considerable differences in actual exposure are anticipated. Finally, the expo-
sure level could also be influenced by various times of measurement with different tempera-
ture, and moisture content. In prior studies, Davis and Mirick (2006) estimated the mean
soil ingestion rate for adults ranged from 23 to 625 mg/day with working times ranging
from 1 to 10 h per day (Davis and Mirick 2006).

By comparison, farmers worked directly with excreta for durations ranging from 20 min
to 60 h 50 min per year, with excreta ingestion measured from 5 mg to 1082 mg per farmer
each year, indicating ingestion rates are lower when compared to the estimates of Davis and
Mirick (2006) (adjusting for working time). This may be explained by that farmers working
with excreta are more careful than farmers working with soil because they are aware of the
risks related to excreta. Our study also assumed that the proportion of flour remaining on
the face to flour remaining on the gloves during the laboratory simulation, equalled the pro-
portion of excreta remaining on the face to excreta remaining on the gloves after hand to the
face touches, in the field. Notably, excreta ingestion may have been underestimated because
we did not estimate indirect contact from the hand to the mouth. However, the behavioral
action of the touching hand to the mouth was observed only once. Similar low frequencies
of hand to mouth touching were confirmed in a previous study—twice per day for adults
(Michaud et al. 1994). Farmers who opt to wear face masks have a physical barrier to excreta
ingestion, in our study we observed 42.3% farmers using face masks, effectively minimizing
the transmission risk. Based on our video observations fresh excreta was not used directly as
fertilizer; rather it was stored and often mixed with additive materials (e.g., lime, ash, rice
husk) before being taken out of the latrine. Such treated excreta had little or no smell and
may not have been handled as carefully as fresh excreta (Knudsen et al. 2008). Our study
also showed that adding rice straw and lime helped accelerate the die-off of helminth eggs in
human excreta in the same study site (Vu-Van et al. 2016). Therefore, the actions of touch-
ing the hand to the mouth during the farmers excreta work when they thought the excreta is
safe with no smell may be increased. As during normal working, average hand-to-mouth
contact frequencies among workers were particularly high 6.3 per hour (Gorman Ng et al.
2014).

According to our finding, in comparison involuntary excreta ingestion value was higher
than in study of Phuc (2011), 91 mg/year and 60 mg/year (10 mg/event with 6 events/year)
respectively (Pham Duc Phuc 2011). In composted excreta, the mean concentration of Giar-
dia lamblia was 1.9 x 107" (95% CI: 1.2 x 10"*to 5.1 x 10~ ') and Diarrheagenic Escheri-
chia coli was 2.0 x 1072 (95% CIL: 1.1 x 10~* to 6.1 x 107?), Phuc (2011) estimated the
annual risks of diarrheal disease by pathogen and exposure per farmer 0.40 and 0.00 respec-
tively for these pathogen while application of excreta in the field (Pham Duc Phuc 2011).
Thus, our study confirmed that the assumption of involuntary excreta ingestion of Phuc
(2011) and showed there is higher of risks of diarrhoeal disease when the farmer apply
excreta in the field.

In conclusion, our paper shows that farmers ingest excreta ranging from 5—1082 mg/
farmer/year during agricultural activities where human excreta are routinely used. The data
from this study will strengthen future research studying health impacts of excreta handling
in agriculture during the reuse processes. At the same time, our findings show that excreta
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reuse in agriculture results in a considerable amount of excreta being ingested by farmers.
Thus, the promotion of safer excreta handling practices is needed for safeguarding health of
farmers in Vietnam.
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Abstract

The safe reuse of human excreta in agriculture can conserve nutrient resources, provide
environmental benefits and economic savings. However, many developing countries face the
challenge of balancing associated health risks with the environmental and economic benefits of
this activity. The estimation that 4.98 million years lived with disability are attributable to Soil-
Transmitted helminth. However, health risk assessments of excreta management lacks precision
and underlining data are often not context specific. Using a quantitative microbial risk
assessment (QMRA) methodology we assessed the Ascaris lumbricoides annual infection risk
and related disease burden in disability-adjusted life years (DALYS) in farmers who handle and
use excreta as fertilizer in agriculture in Hoangtay commune, located in the north of Vietnam. In
2012, context specific exposure data were generated both in the field and in the laboratory. 254
farmers were recruited to assess how farmers are exposed to excreta and how many A.

lumbricoides eggs are on average ingested by farmers handling human excreta. Subsequently,
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three scenarios of exposure to different options of excreta management and different storage time
durations were considered to characterize the risk. The results show the annual risk of A.
lumbricoides infection for farmers working with excreta ranged from 0 to 0.1837 depending on
the duration of excreta storage. The highest annual disease burden was estimated at 0.000861
DALY per person per year (pppy) in vault options with 3-5 kg of lime mixed with excreta
stored shorter than 3.7 months; the lowest disease burden was estimated at 0.000 DALY's pppy in
excreta with 10 kg of lime stored for 3.7 months to 6.0 months and for all vault options if excreta
was stored longer 6 months. In conclusion this study could estimate the risk and DALY due A.
lumbricoides infection from different types of exposure, and therefore can be used for the
management of health risks of farmers and who related to the use of excreta storage in Vietnam.
Keywords: Excreta reuse, helminth, QMRA, agriculture, health risk.

Introduction

Soil-transmitted helminth (STH) infections can be found globally where an estimated 438.9
million people were infected with hookworm, 819.0 million people were infected with Ascaris
lumbricoides and 464.6 million people were infected with Trichuris trichiura in 2010 (Pullan et
al. 2014). People infected might have symptoms including abdominal pain and diarrhea, general
malaise and weakness, and impaired cognitive and physical development (Centers for Disease
Control and Prevention 2013c). Subsequently, 4.98 million years lived with disability (YLDs)
are attributable to STH according to the global estimation. Thereof, 65% are caused by
hookworm, 22% by A. lumbricoides and 13% by T. trichiura (Pullan et al. 2014).

STH are transmitted by eggs that are passed through faeces of infected people. These eggs have
an incubation period of three weeks to mature in the soil before they become infectious. People
that unknowingly ingest infectious eggs become infected with A. lumbricoides or T. trichiura or
some type of hookworm (Centers for Disease Control and Prevention 2013d, a, b). When farmers
used excrements in agriculture that had been stored a period in the latrine, which might be
accidently ingested an amount of excreta. However, based on current literature, no studies to
evaluate the helminth risk to farmers through direct ingestion excreta. There are some studies
which applied guantitative microbial risk assessment (QMRA) to analyse the risk of STH
infections through the consumption of contaminated vegetable or water with STH eggs (Navarro
and Jimenez 2011, Labite et al. 2010, Machdar et al. 2013). A few studies have used accidental
soil ingestion to evaluate STH risk by using QMRA (Schonning et al. 2007, Navarro et al. 2009,
Navarro and Jimenez 2011, Fuhrimann et al. 2016, Fuhrimann et al. 2017). These estimations
mentioned previously might not reflect the risk of using inadequate treatment of excrements by

farmers because there is a lack of data on excreta ingestion, especially in cases where protective
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clothes are not worn. In addition, using soil ingestion data for excreta ingestion data from
literature may result in an under or overestimation of STH infections in farmers. Moreover, all
available information on soil ingestions rates were reported from high-income countries such as
the USA (Clausing P Fau - Brunekreef et al. 1987, Davis et al. 1990, Davis and Mirick 2006,
Wilson et al. 2013). In this context, local ingestion excreta data in developing countries might
reflect truly the condition of people with their activities where they operate, which make the
health risk assessment is more precise. In response to this, our previous study therefor estimated
the average amount of excreta that a farmer accidental ingested during their working time (Tu-
Van et al. 2018). In addition, the number of A. lumbricoides eggs per stored excreta gram were
reported in the experimental excreta, that could be the suitable data for A. lumbricoides infection
assessment in combination with the involuntary ingestion excreta data (Vu-Van et al. 2016). On
the other hand, there is lack of studies that assess helminth risk by using the above data which
might help to consider developing the guidelines related to the safe use excreta. Therefore, the
present study was designed to assess the A. lumbricoides infection risk and estimate the disability
adjusted life years (DALYSs) due to A. lumbricoides infection in farmers, who handle and use
excreta as fertilizer in agriculture in Vietnam.

Methods

Study area

The study site was set up at Hoang Tay commune, Kim Bang district, Ha Nam province. This
commune is located in Northern Vietnam with a population of about 5,735 individuals residing
in 1,720 households (Hoang Tay People's Committee 2012). The main income source was
agricultural production such as rice and other crop cultivation, and 50% of households reported
using human excreta in agriculture (Pham-Duc et al. 2013). The prevalence of helminth
infections was 61.8%, with T. trichiura , 33.5% A. lumbricoides and 2.6% hookworm (Pham
Duc 2008).

Quantitative microbial risk assessment

QMRA is a method for assessing risks from microbial agents. The QMRA methodology includes
four steps (Figure 1): (i) hazard identification; (ii) exposure assessment; (iii) dose-response

assessment; and (iv) risk characterization (Haas et al. 2014).
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1. Hazards
identification

A. lumbricoides

Source of

contamination

Storage excreta (storage < 3.7 months; 3.7-> 6
months and > 6 months and different adding for
storing with the volume of lime: 0 kg/100 kg total
solid (V1); 3-5 kg/100kg total solid (V2); and
10kg/100kg total solid (V3)).

Exposure
scenario € Accidental excreta ingestion along handling
excreta in agriculture (with different period of
excreta storage and different adding to excreta for
storing.
Exposure Community members use excreta in agriculture
group n=2371
§ Exposure 0.062 — 11.394 (times)
% events per year
ﬁ Accidental 22 — 656 (mgQ)
% ingestion of
o
L% excreta per
o exposure event
3. Dose- Probability of infection per farmer per exposure event
response = Probability of illness per farmer per exposure event
4. Risk Incidence of helminth infection per year => number of cases

characterisation

= DALYS per person per year

=> total DALYSs

Fig. 1. Exposure scenarios considered in the quantitative microbial risk assessment (QMRA) to

estimate the burden of Ascaris lumbricoides along handling excreta in agriculture in Hoangtay

commune.

Hazard identification

A. lumbricoides was selected because it is a roundworm which has the most hardy and resistant

ova of all the STH and is extremely common worldwide including Vietnam. In addition, A.

lumbricoides has reasonable background information about the organism and in theory. One egg

might be enough to cause an infection.
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Exposure assessment

This QMRA was conducted in the population of Hoang Tay commune. All the farmers in
households with single and double vault latrines were surveyed to examine their practices related
to excreta use, such as frequency and duration of excreta exposure. This study recruited 254
farmers (79 men and 179 women) who were between 15 and 79 years of age in 2012. This step
assessed how farmers are exposed to A. lumbricoides and how much A. lumbricoides eggs was
ingested by exposed cases. Based on our previous study, the estimated average weight of excreta
ingestion per one occasion was 95 mg (95% CI: 71; 127). The average frequency of involutory
ingested excreta was 0.965 times per year, ranging from 0.062 to 11.394 (Figure 1). The number
of infectious eggs of A. lumbricoides per gram of excreta ranged from O to 88 eggs with excreta
stored for 3.7 months, and from 0 to 18 eggs with excreta stored for 3.7 - 6 months, and from 0

to 7 eggs with excreta stored for 6 months (Table 6.1).

The data on helminth eggs concentration in excreta was from our previous experiment that was
published elsewhere (Vu-Van et al. 2016). In summary, the experiment to examine the die-off of
A. lumbricoides eggs was conducted in in situ conditions in 24 identical vaults with a size of 0.4
m (width) x 0.4 m (length) x 0.7 m (height). Each vault has the capacity to hold approximately
100 kg of excreta, and in addition to other material as: rice husk, lime, ash. Excreta in all vaults
were sampled once every two weeks over the duration of 181 days, amounting to 14 samples per
experimental vault, which were then subjected to laboratory analysis for the detection of A.
lumbricoides eggs. The sampling order 1%, 2", 31 4t 5th gth 7th gth ‘gth 1oth 11t 12t 13t 14
corresponded to excreta storage days 1, 13, 27, 41, 55, 69, 83, 97, 111, 125, 139, 153, 167 and
181, respectively.

We proposed three different scenarios of exposure of farmers to excreta (that was stored in three

options) handling as this is likely to happen in the real life of this population:

1. Application of the excreta after storage for 0 months to 3.7 months (excreta were stored
from one to 97 days)

2. Application of the excreta after storage for 3.7 months to 6 months (excreta were stored
from 97 to 181 days).

3. Application of the excreta after storage above 6 months (excreta were stored longer than 181

days).
Amounts of lime mixed with excreta for storage in above three scenarios were divided into three
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options: 0 kg/100 kg total solid (V1); 3-5 kg/100kg total solid (V2); and 10kg/100kg total solid
(V3).

Dose-response assessment

The scenario was considered to obtain the dose—response model for A. lumbricoides: the
accidental ingestion of excreta during the farmers working with excreta in agriculture. For
estimation of Ascaris risk, the g-Poison model was used to fit the data (Navarro et al. 2009)

(equation 1).
P(d)=1-[1+(d/Ns0)(2"*-1)] (equation 1)

Where P(d) is the risk of infection in an individual due to the ingestion of an average number of
A. lumbricoides egg in a dose, Py is the annual risk of infection in an individual from n
exposures per year to Ascaris dose; d is the total amount of A. lumbricoides eggs accidently
ingested, based on A. lumbricoides concentration in ingested excreta volume for each exposure
scenario; N50 is the median infectious dose. The values of N50 and a were identified to be 35

and 0.104, respectively (Navarro et al. 2009).
Pia(d)=1-[1-P(d)]" (equation 2)
Risk characterization

This last step of the QMRA application integrates the information from the three previous steps
(hazard identification, dose—response assessment, and exposure assessment) into a single
mathematical model to calculate risks as a probability of infection or illness. Annual infection
risk is shown in Eq. (2). Annual risk of diarrhea disease is calculated by Eq. (3):

Pin = Piay(d) x Piinf (equation 3)

where Piwint is the probability of illness given infection. In our study, all A. lumbricoides eggs
input the QMRA model were live, so we assumed that the Pijyinf = 1.

Estimation of disease burden

The disease burden due to human exposure is expressed in disability adjusted life years
(DALYS). This metric combines morbidity (years lived with disability) and premature death
(years of life lost) (Murray et al. 2012). For A. lumbricoides, DALY per case of gastrointestinal
illness (DALY) are calculated as the sum of the product of the probability of developing disease
symptom (i.e. = mild, moderate and heavy symptomatic infection, mild abdominal pelvic
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problems, wasting or death) given the illness occurs, relative frequency of the symptom (f),
duration of the developed symptom in years (D) and the respective severity factor (S) (Salomon
et al. 2012):

DALY =Yfx D x S (equation 4)

The total disease burden (Total DALY's) per hazard is the product of cases and DALY per A.
lumbricoides:

DALY; = Case x DALY (equation 5)

The total disease burden for all hazards together is

Total DALYs = X Cases x DALY (equation 6)
The disability weight of A. lumbricoides was 0.002424 (Barker et al. 2014) . The tolerable A.

lumbricoides infection risk per person per year (pppy) according the guideline of World Health
Organization (WHO) 2006 is given by:

Tolerable DALY loss pppy 1076
DALY loss per case of ascariasis T 2424x1073

=4.125 x 10

Results

These estimated mean single exposure of infections for farmers involuntarily ingesting excreta
stored below 3.7 months were 0.2665, 0.2748 and 0.2560 according to V1 control, V2 lime 3-
5kg and V3 lime 10kg respectively (Table 2). With excreta stored from 3.7 months to 6 months
the estimated risk of infection for farmers involuntarily ingestion excreta were 0.1544, 0.1330
and 0.0572 according to V1 control, V2 lime 3-5kg and V3 lime 10kg respectively. For excreta
stored longer than 6 months the estimated risks of infections for farmers were 0.0316, 0.0316 and
0 according to V1 control, V2 lime 3-5kg and V3 lime 10kg respectively.
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Table 6. 1. QMRA model assumptions used to estimate the burden of Ascaris infection among farmers along the use of human excreta in

agriculture in Vietnam

Description Unit Distribution and/or value(s)  Min Mean[95% CI] Max SD Reference(s)
(Ce) (Vu-Van et al.
A.lumbricoides 2016)
concentration in
excreta

< 3.7 months Eggs/excreta gram Negbin(2,0.1379)® 0 13 88 10

V1 control Eggs/excreta gram Negbin(4,0.2630) 0 11 52 7

V2 lime 3-5 kg Eggs/excreta gram Neghin(2,0.1254) 0 14 87 11

V3 lime 10 kg Eggs/excreta gram Negbin(2,0.1550) 0 11 81 8

3.7 -> 6 months Eggs/excreta gram Neghin(2,0.4989) 0 2 18 2

V1 control Eggs/excreta gram Negbin(5,0.6550) 0 3 15 2

V2 lime 3-5 kg Eggs/excreta gram Neghin(2,0.4701) 0 2 18 2

V3 lime 10 kg Eggs/excreta gram Neghin(1,0.5882) 0 1 10 1

> 6 months Eggs/excreta gram Neghbin(1,0.80) 0 0 7 1

V1 control Eggs/excreta gram Negbin(1,0.75) 0 0 6 1

V2 lime 3-5 kg Eggs/excreta gram Negbin(1,0.75) 0 0 7 1

V3 lime 10 kg Eggs/excreta gram 0 0 0 0 0

(V) Volume mg 22 95[71;127] 656 108 (Tu-Van et

ingested per al. 2018)

exposure event

(n) Number of InGauss(0.95, 0.49, 0.062 0.965[0.787;1.181] 11.394 1.565 (Tu-Van et al.

exposure per RiskShift (0.03)))® 2018)

year

Dose-response Point estimate: o = 0.0104; (Navarro et al.

models Nso= 35 2009)

Population at
risk exposure
scenario

People

Point estimate; 2731
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Disease burden DALYs/case Point estimate: 0.002424
per A.

lumbricoides;

disability-

adjusted life

years (DALYS)

calculated in

Table 6.3

(Barker et al.
2014)

D The RiskNegbin distribution is used to generate a nonnegative integer value from the negative binomial distribution. Values in parentheses are

values of 2 parameters: independent trials where each trial results in a "success" and probability p.

@InvGauss means the Inverse Gaussian distribution. Values in parentheses are values of 2 parameters: mean m and shape parameter A. RiskShift

is the shift factor of a distribution.
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Table 6. 2. Single and annual risk of Ascaris infection among of farmers exposed with

excreta
Option of storage Min Mean Max SD 5% 95%
Single risk of farmers
< 3.7 months 0 0.2665 0.4206  0.0700 0.1125  0.3549
V1 control 0 0.2699 0.3883  0.0507 0.1885  0.3349
V2 lime 3-5 kg 0 0.2748 0.4199  0.0689 0.1592  0.3609
V3 lime 10 kg 0 0.2560 0.4156  0.0715 0.1125  0.3457
3.7 -> 6 months 0 0.1245 0.3181  0.0820 0.0000  0.2395
V1 control 0 0.1544 0.3054  0.0708 0.0000  0.2395
V2 lime 3-5 kg 0 0.1330 0.3181  0.0823 0.0000  0.2507
V3 lime 10 kg 0 0.0572 0.2766  0.0720 0.0000 0.1885
> 6 months 0 0.0246 0.2507  0.0503 0.0000 0.1125
V1 control 0 0.0316 0.2395  0.0562 0.0000  0.1592
V2 lime 3-5 kg 0 0.0316 0.2507  0.0562 0.0000  0.1592
V3 lime 10 kg 0 0.0000 0.0000  0.0000 0.0000  0.0000
Annual risk of farmers
< 3.7 months 0 0.1807 0.9831  0.2350 0.0000 0.6714
V1 control 0 0.1837 0.9863  0.2348 0.0000 0.6649
V2 lime 3-5 kg 0 0.1843 0.9925  0.2384 0.0000 0.6829
V3 lime 10 kg 0 0.1748 0.9960  0.2298 0.0000 0.6501
3.7 -> 6 months 0 0.0907 0.9625  0.1526 0.0000  0.4057
V1 control 0 0.1110 0.9406  0.1661 0.0000  0.4656
V2 lime 3-5 kg 0 0.0959 0.9048  0.1573 0.0000  0.4386
V3 lime 10 kg 0 0.0432 0.8528  0.1051 0.0000 0.2931
> 6 months 0 0.0187 0.7309  0.0691 0.0000  0.1592
V1 control 0 0.0240 0.7682  0.0793 0.0000 0.2123
V2 lime 3-5 kg 0 0.0233 0.7682  0.0746 0.0000 0.2123
V3 lime 10 kg 0 0.0000 0.0000  0.0000 0.0000  0.0000

We estimated the annual risk of A. lumbricoides infection for farmers working with excreta
based on their risk of involuntary ingestion excreta per year. If excreta were stored shorter

than 3.7 months, these mean risks range from 0.1748 to 0.1837 with these storage options.
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Excreta stored for 3.7 months to 6 months, the lowest average risk was 0.0432 in vault V3
lime 10kg. Excreta stored longer than 6 months, these mean risks were 0.0233, zero and zero
in the vault option V1 control, V2 lime 3-5kg and V3 lime 10kg respectively (Table 6.2).
The highest disease burden was estimated at 0.000861 DALY pppy in vault options V2
lime3-5kg with excreta stored shorter than 3.7 months and the lowest disease burden was
estimated at 0 DALY's pppy in vault options V3 lime 10kg with excreta stored for 3.7 months
to 6 months and for all vault options if excreta was stored longer 6 months (Table 6.3).

Table 6. 3. QMRA estimates for annual probability of illness, number of cases per year, total
DALYs per year, DALY per person per year according to use excreta that had been stored in

the vault options

Period storage/ Vault  Incidence of Cases  DALYs DALYs per

option for excreta Ascaris person per

storage with Hazard A. year

lumbricoides

<3.7 months 0.29 791 2.31 0.000845

vl 0.28 774 2.26 0.000826

V2lime3-5kg 0.30 807 2.35 0.000861

V3lime 10kg 0.28 755 2.20 0.000807

from 3.7->6 months 0.16 435 1.27 0.000464

vl 0.16 435 1.27 0.000464

V2lime3-5kg 0.16 435 1.27 0.000464

V3lime 10kg 0 0 0 0

> 6months 0 0 0 0

vl 0 0 0 0

V2lime3-5kg 0 0 0 0

V3lime 10kg 0 0 0 0
Discussion

We assess the helminth risk of farmers that handle and work with excreta in agriculture by
applying QMRA and used data from our previous study with regard to excreta ingestion data.
Our findings suggest that helminth risk to farmers who used excreta stored from 3.7 months
to 6 months was lower than those who used excreta stored shorter than 3.7 months (Table 2).
Especially in vault options adding 10% percent lime per total solid for excreta storage for 3.7
to 6 months and all vault options of excreta stored longer than 6 months were 0, that meets
the tolerable burden disease of DALY pppy is 3.42 x 10** according the guideline of WHO
(World Health Organization 2006). These results were confirmed by the experimental excreta
storage which showed that the vault option, with aeration and 10% lime per total weight and

excreta stored longer than 6 months, met the WHO standard for excreta treatment
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(<legg/gram total solid) on the 111th storage day (Vu-Van et al. 2016).

The prevalence of A. lumbricoides was 13.5% according the study in Hoa Binh province in
2007 (Yajima et al. 2009). This prevalence rate was in the range of our study with regard to
the estimated helminth prevalence even though was no evidence that correlated agricultural
use of human faeces with the infection of A. lumbricoides and high latrine coverage 98.1% in
Hoabinh (Yajima et al. 2009). The prevalence estimates obtained for 29 of the 61 provinces
of Vietnam in 2003 showed that 33.9 million people in Vietnam are infected with Ascaris
(prevalence 44.4%) (Van Der Hoek et al. 2003), our estimated result in 2012 was lower
because there might be the helminth infection decreased in comparison with 2003 and our
study did not estimate helminth risk from consumption of contaminated food with A.
lumbricoides egg which could be studied to further the literature. In Hanam province of
Vietnam, the samples of 1,425 individuals from 453 randomly selected households were
positive with any helminth (47% of study participants), among them was A. lumbricoides was
24% (Pham-Duc et al. 2013). The result of study indicates that people who have close contact
with wastewater had a higher risk of helminth infections (odds ratio [OR]=1.5, 95%
confidence interval [CI] 1.1-2.2) and A. lumbricoides (OR=2.1, 95% CI 1.4-3.2), compared
with those who did not have contact (Pham-Duc et al. 2013). Our study recruited farmers
who worked with excreta, but we did not examine the helminth infection associated with
using excreta as fertilizer. Our results were within the same range of Phuc et al., study in
2013 which noted that if farmers used excreta stored shorter than 3.7 months, the average
order of Ascaris single infection risk from high to low as V2 lime 3-5 kg > V1 control > V3
lime 10 kg are 0.2748, 0.2699 and 0.2560 respectively. However, the use of excreta stored for
3.7 months and longer than 6 months led to a significant decrease in the Ascaris average
single infection risk to be the range from 0 to 0.1544.

The A. lumbricoides risk decreases if the farmers used excreta stored longer. The
experimental excreta indicated that the average percentage of viable A. lumbricoides eggs
decreased gradually from 76.72 £ 11.23% (mean + SD) to 8.26 + 5.20% in excreta stored
from 0O to 181 days that caused by main role of time storage and high pH value (Vu-Van et al.
2016). In addition, in vaults with aeration and 10% lime and all vault options, those met
<legg/gram total solid according WHO standard for excreta treatment on the 111" (3.7
months) and 181% (6 months) storage day. The tolerable helminth risk to farmers that use
these excreta in V3lime 10kg and all vault option (stored longer than 6 months) had DALY's
pppy of 0. The DALY's pppy for other vault options were higher when the acceptable risk
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ranged from 5 x 10 to 8 x 10 (Table 3). On the other hand, the average cost-savings were
highest for farmers using fresh excreta (847,000 VND), followed by those who stored it for 6
months as recommended by the WHO (312,000 VND) and those who stored or for 3.7
months with lime supplementation 10% (37,000 VND/year) (Tran-Thi et al. 2017). However,
the lowest cost-savings was g adding lime to excreta, there is a possibility that farmers could
save money from healthcare cost but that was not assessed in the study (Tran-Thi et al. 2017).
Our study evaluated A. lumbricoides risk of farmers based on direct excreta ingestion and we
did not include the probability of using face mask during contact with excreta in model
calculating of A. lumbricoides risk. In our previous study, 42.3% farmers that were observed,
used face mask. The use of face masks may decrease the probability of touching hand to
mouth and excreta ingestion volume. However, the face mask that farmers often used were
handkerchiefs, so that could limit the effectiveness of protection. Furthermore, our study only
considered the farmers exposure to excreta directly from hand to mouth, and not indirect
ways of contact. Thus, the helminth risk in our study could be underestimate in comparison
with the actual risk to farmers. However, recent study that assessed exposure of farm
workers, showed direct exposure to be an important measure for the reliability of risk
estimates from QMRA models (Antwi-Agyei et al. 2016).

Hand to mouth touching is an important role in helminth infection of A. lumbricoides, in our
study the estimate frequencies of hand to mouth touching ranged from 0 to 11 times per year,
while for farmer working with excreta ranged from 0.33 to 60.83 hours per year. According
to a study in Ghana, the daily working hours ranged from 4 to 13, on average farmers were
observed to have 10 hand-to-mouth events per day (Antwi-Agyei et al. 2016). However, the
days worked per year ranged from 240 to 360 days with regard to study in Ghana (Antwi-
Agyei et al. 2016). The frequency of hand to mouth touching in our study were lower, this
may be because of the Hawthorne effect where behaviour might be slightly modified due to
observation by a researcher. Our study results documents that in order to minimize the burden
of A. lumbricoides infection associated with handling and use of human excreta in
agriculture, farmers need to treat it at least every 3.7 months with 10% of lime per weight; or
at least every 6 months.
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Abstract

Objectives The aim of this paper was to assess the diarrhea
risks caused by various pathogens among those exposed to
biogas wastewater through different activities.

Methods Application of quantitative microbial risk
assessment (QMRA) of biogas wastewater was conducted
in Hanam Province, Vietnam. A total of 451 representa-
tives from households that use biogas were interviewed
about their practices of handling biogas plant and reuse of
biogas effluent for irrigation. In addition, 150 samples of
biogas wastewater were analyzed for Escherichia coli,
Cryptosporidium parvum, and Giardia lamblia. Risk
characterization was calculated using Monte Carlo
simulation.

Results The annual diarrhea risk caused by exposure to
biogas effluent through irrigation activities ranged from
17.4 to 21.1% (E. coli O157:H7), 1.0 to 2.3% (G. lamblia),
and 0.2 to 0.5% (C. parvum), while those caused through
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unblocking drains connected to biogas effluent tanks were
22.0% (E. coli), 0.7% (G. lamblia), and 0.5% (C. parvum).
Conclusions Further measures are needed to reduce the
risk by either improving the microbial quality of biogas
effluent or by ensuring the use of personal protective
measures when exposed to biogas wastewater.

Keywords Biogas effluent - Diarrhea - QMRA -
Wastewater - Exposure - Livestock waste - Vietnam

Introduction

The global increase in demand for livestock products has
led to many concerns about the associated negative
impacts of livestock rearing on the environment and on
human health. In Vietnam, especially the management of
animal waste has become a considerable challenge due
to the rapid increase of swine production. A common
method to treat animal waste in Vietnam is anaerobic
digestion, also called biogas technology. This is a
microbiological process whereby organic matter is
decomposed in the absence of oxygen. Animal manure
as well as human feces can be used as feedstock. The
outputs of anaerobic digestion are biogas (a mix of
methane and CO,) and a digestate wastewater, which is
the digested slurry exiting the biogas reactor. Biogas is a
renewable energy source, and its use also contributes to
avoiding burning of fossil or wood, therefore reducing
deforestation (Seadi et al. 2008). With these many pro-
ven benefits, biogas technology has become widespread
throughout Asia.

In recent years, Vietnam has installed about 20,000
biogas reactors annually; reaching more than 100,000 by
2010 (REN21 2011). Biogas plants in Vietnam have often
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been installed by farmers individually, and mostly at
household scale without much technical support or advice.
This frequently leads to biogas plants which are not
properly designed, constructed, operated or maintained.
This limits the efficiency of microbial removal and thereby
affects biogas production. Previous studies on biogas
treatment have also shown that the hygienic quality of the
biogas effluent does not meet required quality values for
discharge into surface water bodies and reuse for irrigation
(Huong et al. 2014; Kobayashi et al. 2003; Lohri et al.
2014; Phi et al. 2009). For example biogas digestion only
reached 1-2 log reduction for Escherichia coli, giving
3.70 £ 0.84 (log10) CFU/mL E. coli on average in effluent
as compared with raw slurry, whereas the requirement by
WHO for wastewater used in agriculture is 10°~10°> CFU/
100 mL. Nevertheless, a large majority of Vietnam farmers
still discharge the biogas effluent into the environment or
use it as a valuable source of fertilizer (Huong et al. 2014).
Such activities and resulting exposure to pathogens pose
potential health risk to humans as diarrhea still remains one
of the most important health problems (WHO 2006a). The
health risks for communities in Vietnam with biogas plants,
when handling or being exposed to biogas wastewater have
so far not been assessed.

Ha Nam is a province in the North of Vietnam where
there is frequent use of biogas plants with farming
households raising pigs. Many of these farmers, most of
whom lack understanding around issues of biogas efflu-
ent quality, use this effluent for irrigation of vegetables,
crops and fruit trees, or then discharge it into drains.
This lack of knowledge and awareness are reasons that
during these activities of wastewater handling most local
people do not pay attention to protective measures and
expose themselves to biogas wastewater putting them-
selves at risk of diseases, especially diarrhea. Poor
personal hygiene when in contact with wastewater-based
on a theoretical exposure pathway would increase the
risk of infection or disease; however, no epidemiological
data are available. It is also known that some excreta-
related pathogens, such as E. coli, Cryptosporidium, and
Giardia can survive in the environment long enough to
pose health risks (WHO 2006a).

The aim of this study was to assess the diarrhea risk
of people exposed to biogas wastewater using the
quantitative microbial risk assessment (QMRA) method.
The results will provide estimations of the health risks
associated with exposure to biogas wastewater through
different activities. This aims to better understand the
current sanitation of biogas plants for further research
and interventions; which are geared towards enhancing
the environmental and health conditions of communities
with biogas plants.
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Methods
Study site

The study was carried out in three communities of Ha Nam
Province, namely Hoang Tay, Le Ho, and Chuyen Ngoai.
Ha Nam is a peri-urban province in Vietnam, situated
60 km South of Hanoi. The three communities comprise a
population of 6300 (1700 households), 8800 (2200
households), and 9300 (2300 households), respectively.
The economic basis of these three communities relies on
agriculture, with equal development of both livestock and
crops. The total swine population (not including piglets) in
all three communities was around 17,600, and almost all of
them are raised at small household scale. The increase of
livestock and crop production has unfortunately led to
many clearly visible environmental unhygienic conditions
with related health issues. These issues have become the
concern of local citizens and authorities.

Quantitative microbial risk assessment

QMRA is a method for assessing risks from microbial
agents in a framework that defines the statistical probability
of an infection from environmental pollution (Haas et al.
2014). QMRA can estimate very low levels of infection or
disease risks, and can estimate risks from different expo-
sures pathways and/or from different pathogens that would
be difficult to measure using epidemiological studies given
the high cost and the large sample sizes needed (WHO
2006a). The QMRA application includes four steps: hazard
identification, exposure assessment, dose-response assess-
ment, and risk characterization (Haas et al. 2014). A more
updated method of QMRA is presented in WHO (2016),
but the essential steps remain similar to Haas et al. (2014).

Hazard identification

Enteric pathogens related to human waste and animal
manure cause diarrhea and are transmitted from animal to
human waste. It is reported as the second largest contrib-
utor to the global burden of diseases, causing an estimated
1.5 million deaths among children under 5 years of age
every year (WHO and UN-Water 2010). Our study focused
on E. coli O157:H7, G. lamblia, and C. parvum. All three
pathogens cause waterborne diseases, especially diarrhea
and are very resistant to adverse environmental conditions
(Haas et al. 1999). Previous studies carried out in Vietnam
showed high load of these pathogens in biogas effluent
(Huong et al. 2014; Kobayashi et al. 2003) and wastewater
(Phuc 2012) and reported high prevalence of diarrhea in
communities (Phuc 2012; Trang et al. 2007).
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Exposure assessment

The aim of this step was to determine the intensity and
duration of the exposure to biogas wastewater of the
populations. In order to achieve this, a survey was
conducted in the three above-mentioned communities.
From a total of about 1500 households with biogas
plants, 451 households were randomly selected. In each
of these selected households, a random adult who con-
sented to participate in this research was interviewed
about his/her practices of and exposure situation to
biogas wastewater. The person was supposed to know
best how biogas operates. Therefore, the survey recorded
basic characteristics of biogas such as their age, material
used (animal manure or with human feces), residency
time. The survey results helped quantify the number of
people exposed and estimate the frequency of exposure
regarding each practice. Among the potential means of
exposure to biogas effluent, this study focused on four
scenarios as follows: (1) irrigating crops, (2) irrigating
fruit trees, (3) irrigating vegetables, and (4) unblocking
the open drains connected to effluent tanks. Popular
crops and vegetables in the study area included maize,
leafy vegetable such as morning glory, coriander, and
some herbs that are eaten raw. Answers of each inter-
view may include multiple practices by one individual.

During these scenarios, accidental ingestion of
wastewater—by splashing directly into the mouths or
indirectly on hands and then to the mouth—was assumed.
This assumption was confirmed by observations of most
local people using rudimentary tools such as a round scoop
with a bucket or better a watering can for irrigation, and a
hoe, rake or a wooden stick to unblock the drains without
having proper personal protective measures. For this study,
we assumed the volume of wastewater of 1 mL that each
person involuntarily ingested during one single-exposure
while conducting any of these practices (Hoglund et al.
2002; Ottoson and Stenstrom 2003).

DOSé'—V@SpOI’lS@ assessment

The dose-response assessment describes the relationship
between the dose (number of pathogens entering the body
to cause infection) received and the resulting health effects
(diarrhea infection or disease). An exponential and [-
Poisson model are the two dose-response models widely
used in literature because they fit well to several microor-
ganisms (Haas et al. 2014).

The B-Poisson dose response model (Eq. 1) was applied
to estimate the risks of E. coli O157:H7:

Pt =1— {1 ¥ (%) (2% - 1)]“ (1)

where Pj, is the probability of infection, d is the ingested
dose (d=C x V, where C is the concentration of
microorganism, and D is the amount of wastewater which a
person has involuntarily ingested), IDsy = average infect-
ing dose (214.94), and o« = parameter of probability
function (0.373) (Teunis et al. 2008).

The exponential dose response model (Eq. (2)) was used
for G. lamblia and C. parvum:

Pinf =1- exp(—rd), (2)

where r = organism specific infectivity (0.0199 for G.
lamblia, and 0.0042 for C. parvum) (Haas and Eisenberg
2001).

Risk characterization

This last step of the QMRA application integrates the
information from the three previous steps (hazard identi-
fication, exposure assessment, and dose—response
assessment) into a single mathematical model to calculate
risks as a probability of infection or illness.

Annual infection risk is shown in Eq. (3):

Piny) = 1 — (1 — Ping)" (3)

where n is the number of exposures per year.
Annual risk of diarrhea disease is calculated by Eq. (4):

Pin = Pint(y) X Pintyint 4)

where Py, is probability of illness given infection: Pjyyine
(E. coli) = 0.25 (Howard et al. 2006); Pjyins (G. lam-
blia) = 0.67 (Rose et al. 1991); Pyyins (C. parvum) = 0.7
(WHO 2006b).

Sampling strategy

From three communities, 15 households with biogas plants
were randomly selected for the study. At each household,
two sampling points were identified: the first one at the
effluent tank of the biogas plant and the second at the open
household drain into which biogas effluent, wastewater and
other runoff flow (Fig. 1a). The effluent tank of the biogas
plant is a point of exposure as that is where farmers collect
effluent for irrigation of fields (see Fig. 1b). The household
open drain is also considered a potential point of exposure as
this drain often needs to be unblocked by users (see Fig. 1c).
Three wastewater samples were collected at each sampling
point. Thus, five rounds of sampling gave a total of 150
wastewater samples collected from April to December 2014.

All samples from the biogas effluent tanks were col-
lected at 20 cm depth, and in the center of the tank.
Wastewater samples from household drains were collected
where the wastewater from the effluent tanks enters the
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Fig. 1 a Scheme of a biogas

Household .
Drain 5

plant and the two sampling
points [Source adapted from
(Tilley et al. 2014)]. b An open
effluent tank of biogas plant in
Hoang Tay, Hanam Province,
Vietnam, 2014 (Source Center
for Public Health and
Ecosystem Research—
CENPHER). ¢ Open drain
receiving biogas effluent in
Hoang Tay, Hanam Province,
Vietnam, 2014 (Source Center
for Public Health and
Ecosystem Research—
CENPHER)

drain. One liter of wastewater was collected for each
sample, stored on dry ice (4-8 °C) during transport to the
laboratory, and processed within the same day. The sam-
ples were analyzed for E. coli, G. lamblia, and C. parvum.

Microbiology analysis

Brilliance E. coli/coliform Selective Agar (CM1046,
Oxoid) was applied for the detection and enumeration of
E. coli from wastewater samples. The wastewater samples
were diluted 1:10 with 0.1% sterile Peptone Water. The
surface of the agar plates was dried before pipetting 0.1 mL
of the prepared sample onto each plate and spread over the
surface with a sterile spreader. The plates were then
incubated for 24 h at 37 °C. The growth of dark purple to
indigo blue colonies on agar plates was determined positive
for E. coli.

Immunofluorescence staining was performed to enumer-
ate Giardia spp. and Cryptosporidium spp. (Crypto/Giardia
CEL; Cellabs Pty Ltd, Australia). Each wastewater sample
was vigorously shaken and dispensed into twenty 50-mL
sterile test tubes which were centrifuged at 1500g for 5 min.
The contents of each of the 20 sets of tubes were mixed
together after discarding the supernatant, and centrifuged
again under the same conditions. A flotation step followed
with the remaining sediments in which 10 mL of wastewater
volume was mixed with 5 mL of flotation fluid, and cen-
trifuged for 1 min at 100g. The remaining flotation fluid in
the sample was then removed before concentrating the
sample volume to 2 mL. A volume of 200 pl sample was air-
dried on Teflon-coated diagnostic slide fixed with acetone
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and stained with fluorescent monoclonal antibodies to detect
Giardia spp. and Cryptosporidium spp.

In this study, we assumed that 8% of the total E. coli
population in the wastewater were pathogenic (Haas et al.
1999; Howard et al. 2006). Furthermore, we assumed that
all Giardia spp. and Cryptosporidium spp. found by this
testing method were G. lamblia and C. parvum which are
human pathogenic species. This assumption was applied in
Mota’s study where no information on the strain or the
genotype was available (Mota et al. 2009).

Statistical analyses

Data from the 451 household survey were double-entered
into Epidata 3.1. The statistical data analysis was done
using SPSS 16.0. Non-parametric Mann—Whitney test
was applied to compare difference between pathogen
concentrations in the effluent tanks and in the drains of
the three communities. All the parameters from exposure
assessment of the risk model were included as proba-
bility density functions (PDF) (Table 1). These PDF
were calculated from the original data collected from
microbial analyses and from the survey with the best fits.
Risks were calculated using estimated PDF randomly
sampled by Monte Carlo simulation (10,000 iterations).
Monte Carlo analysis gives a full range of possible risks,
including average and worst-case events. In the latter,
the risks were presented by the mean of 10,000 simu-
lation values of risk. @Risk software (Version 5.5)
added on to Microsoft Excel was used to calculate the
PDF and to run risk models.
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Table 1 Probability density functions of different parameters used in the risk models in Ha Nam Province, Vietnam, 2014

Parameters of probability density functions®

E. coli O157:H7
RiskNegBin (1,0.00087069)"
NegBin (1,0.0011299)

Scenario/exposure activities

Sampling points

Biogas effluent in effluent tanks

Drains connected to effluent tanks
Sampling points

Biogas effluent in effluent tanks Irrigating crops
Irrigating fruit trees
Irrigating vegetables

Drains connected to effluent tanks Unblocking drains

G. lamblia

NegBin (1,0.050505)

NegBin (1,0.22388)

Parameters of probability density functions*
NegBin (1,0.20519)

NegBin (1,0.17590)

NegBin (1,0.093452)

NegBin (1,0.064715)

C. parvum
NegBin (1,0.051546)
NegBin (1,0.078534)

* Probability distribution function, fitted with all replicate values of real measurements of E. coli O157:H7 (estimated as 8% of E. coli analyzed),
G. lamblia and C. parvum as well as the frequency of exposure for pathogens in biogas effluent

® Values in parentheses are values of 2 parameters r (>0) and p (€ 0-1) of the negative binominal distribution

Table 2 Mean concentrations of pathogens at two exposure points from 15 households in three communes of Ha Nam Province, Vietnam, 2014

Sampling points Pathogens Number of Number of positive Concentrations
samples samples (%) - -
Unit Mean SD Min Max

Biogas effluent in effluent tanks  E. coli 75 75 (100) CFU/100 mL 147 x 10° 34.9 x 10° 320 200 x 10°

G. lamblia 75 33 (44.0) Cysts/100 mL 19 46 0 260

C. parvum 75 26 (34.7) Oocysts/100 mL 18 51 0 400
Drains connected to effluent tanks E. coli 75 75 (100) CFU/100 mL 9.3 x 10° 257 x 10° 10 200 x 10°

G. lamblia 75 18 (24.0) Cysts/100 mL 4 7 0 30

C. parvum 75 22 (29.3) Oocysts/100 mL 12 56 0 480

SD standard deviation

Results

Microbial contamination in biogas effluent tanks
and drains

The mean concentration of E. coli, G. lamblia, and C.
parvum from two sampling points are presented in Table 2.
All 75 samples from the effluent tanks and 75 samples from
drains attached to effluent tanks were positive for E. coli,
with the mean concentration of 14.7 x 10° CFU/100 mL
and 9.3 x 10° CFU/100 mL, respectively. Both sampling
points had the same highest concentration of E. coli which
was 200 x 10°/100 mL. G. lamblia and C. parvum were
found to have higher mean concentrations in the effluent
tanks (19 cysts/100 mL and 18 oocysts/100 mL) than in the
drains connected to these effluent tanks (4 cysts/100 mL
and 12 oocysts/100 mL). G. lamblia had the highest con-
centration in the effluent tanks (260 cysts/100 mL),
whereas C. parvum was highest in drains (480 oocysts/
100 mL).

Characteristics and exposure situation of the study
population

A total of 451 individuals from 451 households having bio-
gas plants were selected for the exposure survey. 261 (58%)
of respondents were females, the mean age of all respondents
was 47. The majority of respondents (84%) indicated that
their main occupation was working in agriculture. The fre-
quency of exposure, ingestion dose of wastewater, and
percentage of the population who participated in each
exposure event are shown in Table 3. Using biogas effluent
for irrigation was prevalent in the community. These per-
centages ranged from 24 to 28% depending on each
irrigation activity. Similarly, 30% of the people reported
participating in unblocking drains. People who were exposed
to wastewater in these practices reported performing these
activities an average of 2453 times per year.

Part of the interviewed participants used personal pro-
tective measures when handling biogas wastewater. Such
personal protective measures would include wearing gloves,
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Table 3 Dose assumptions, frequency of exposure and percentage of the exposure population in 3 communes of Ha Nam Province, Northern

Vietnam, 2014

Sampling points Activities Ingestion dose Average frequency Percentage of
of wastewater (event/year) population (%)
Biogas effluent in effluent tanks Irrigating vegetables 1 mL/event® 48 26
Irrigating crops 1 mL/event® 32 28
Irrigating fruit trees 1 mL/event® 24 24
Drains connected to effluent tanks Unblocking drains 1 mL/event® 53 30

? Microbial risk assessment of source-separated urine used in agriculture (Hoglund et al. 2002; Ottoson and Stenstrom 2003)

® Fecal contamination of greywater and associated microbial risks (Hoglund et al. 2002; Ottoson and Stenstrom 2003)

e
~

0.6

E. coli 0157:H7
4 C. parvum

G. lamblia

Single infection risks
o O O O o
- N W R U

0.0 >
Unblocking
drains

Irrigating  Irrigating fruit  Irrigating
crops trees vegetables

Fig. 2 Single infection risks in the different activities estimated by
10,000-trial Monte Carlo simulations in Vietnam, 2014

wearing face masks, wearing boots and washing hands with
soap after work. Amongst all respondents engaging in irri-
gation activities, 10% indicated that they always use gloves
during the practices, 14% always use a face mask, 13%
always wear boots, and 25% wash their hands with soap after
work. Only 8.9% participants always used all of these four
protective measures when using biogas wastewater for irri-
gation. Similarly, the percentages of people practicing drain-
unblocking activities indicating that they always use these
protective measures were from 17 to 35%. Around 15%
people saying that they always used all of these protective
measures when unblocking the drains.

Biogas characteristics and operation

Each household in the survey had one biogas unit. 90.2% of
household used pig manure in their biogas, whereas 29.7%

0.3
©
3
=
£
(1]
5 0.2
k3
a E. coli 0157:H7
£
2 # C. parvum
= 0.1 G. lamblia
=1
c
c
<

0.0 L4 < S 4 .

Irrigating  Irrigating fruit  Irrigating Unblocking
crops trees vegetables drains

Fig. 3 Annual risks of diarrhea in the different activities estimated by
10,000-trial Monte Carlo simulations in Vietnam, 2014
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used poultry manure. 80.3% of household also discharged
human excreta into the biogas due to the proximity of live-
stock and human areas. The age of biogas was 5.2 &+ 3.5 year
(0.2-28 years) and the volume of the digester was 11.3 £ 3.1
m® (3.0-22.0 m?). Most of the biogas digesters were built by
brick and cement (87%) and plastic (13%).

Risks of infection and diarrhea diseases

Single infection risks of E. coli O157:H7, G. lamblia, and
C. parvum in different activities are presented in Fig. 2.
The mean single infection risk of these pathogens per
individual in all irrigation activities was 0.63, 0.0037, and
0.0008, respectively, and the mean infection risks of these
pathogens per individual in unblocking drains was 0.6031,
0.0007, and 0.0005.

With regard to the annual risk of diarrhea, we assume
that exposure to biogas wastewater through the selected
activities in this study were the only cause of diarrhea. The
annual risks of diarrhea caused by the chosen pathogens are
presented in Fig. 3. G. lamblia caused the highest risk of
diarrhea when irrigating vegetables (0.0023) and lowest
when unblocking drains (0.007). The annual diarrhea risk
of E. coli O157:H7 was highest when people were exposed
to wastewater through unblocking drains (0.22), and lowest
when they were irrigating crops (0.174). Similarly, people
who participated in unblocking drains or irrigating veg-
etables had the highest risk of diarrhea by C. parvum
(0.005), whereas irrigating crops posed the lowest risk of
diarrhea by C. parvum (0.002).

Discussion

Results in our study revealed high concentrations of E. coli,
G. lamblia, and C. parvum in biogas wastewater. In par-
ticular, E. coli concentration in the effluent tanks was
14.7-147 times higher than the recommended standard
(10°-10° E. coli/100 mL) of the WHO guidelines for the
safe use of wastewater in agriculture (WHO 2006a). The
prevalence of E. coli in biogas effluent has also been shown
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in previous studies conducted in Vietnam. A study of the
hygienic aspects of small-scale biogas plants showed that
the mean concentration of E. coli in biogas effluent from
pig farms was 5000 CFU/mL (Huong et al. 2014), which,
however, is almost three times lower than the results from
our study. This might be explained by the difference in
sampling points in the two studies. Huong et al. (2014)
took samples in the second outlet tanks, whereas our study
analyzed samples from the first outlet tank (effluent tank)
of the biogas plants. Some settling process in the first outlet
tank might reduce pathogens concentration in the second
outlet tank. Another study in Can Tho Province—in the
South of Vietnam—showed a high prevalence and high
concentration of E. coli in the outflow of biogas plants of
pig farms. The concentration of E. coli in 4/5 of the sam-
ples was greater than 10° CFU/mL (Kobayashi et al. 2003).
The result is ten times higher than in our studies. However,
the Kobayashi’s study only collected five samples at each
sampling points without repetitions and the study dates
back 12 years. During the last 12 years, Vietnamese
farmers have improved their knowledge on how to best
operate biogas plants which has probably also improved
the quality of biogas effluent thanks to several biogas
promotions by SNV and the Ministry of Agriculture and
Rural Development of Vietnam.

Vogeli and colleagues conducted some case studies to
evaluate the quality and the use of biogas effluent in other
developing countries, namely India, Tanzania, Nepal and
Lesotho (Vogeli et al. 2014). Results showed that these
countries present a similar context of applying and using
biogas plants. Most of the case study results concluded that
quality of the effluent did not meet the requirements for use
as fertilizer or discharge into receiving water bodies,
although people still use the effluent for irrigation and/or
discharge into the surface waters.

Regarding the hygienic conditions of drains, the
microbial quality of wastewater in household drains was
mentioned in the study of wastewater and excreta use in
agriculture in Ha Nam Province during the period of
2009-2010 (Phuc 2012). The wastewater samples were
taken not only from households with biogas plants, but also
from household drains,. The mean concentration of E. coli
(78.75 x 10° CFU/100 mL) was much greater than in our
study that was 9.3 x 10° CUF/mL. However, the mean
concentration of G. lamblia (28 cysts/100 mL) and C.
parvum (28 oocysts/100 mL) in this study was comparable.

Some studies were conducted in other developing
countries where local people were exposed to different
sources of wastewater to determine the contamination level
of the water. For example, wastewater from canals and
lagoons in Abidjan, Cote d’Ivoire, were shown to be
heavily contaminated with G. lamblia and E. coli (Yapo
et al. 2014), whereas wastewater from canals and sewers at

household level in the Klong Luang municipality of
Thailand even showed higher contaminations by G. lam-
blia (Ferrer et al. 2012).

Comparing the mean concentration of the three patho-
gens in the effluent tanks and drains of the three
communes, there was no significant difference in E. coli
and C. parvum in these two sampling points (p > 0.05;
Mann—Whitney test). However, the mean concentration of
G. lamblia in the effluent tanks was eight times greater than
in the drains. This difference is statistically significant
(» < 0.05; Mann—Whitney test). It might be possible that
when biogas effluent flows from the effluent tanks to the
drains it is diluted with other wastewater in the drains
which reduces the concentration of G. lamblia.

The mean infection risk by G. lamblia per single exposure
in our study was found to be similar to that of the study in the
Klong Luang municipality of Thailand which showed that 44
out of 100 people having contact with canal water would
have infection by G. lamblia, or out 100 times contact with
canal water, a person was 44 times at risk of infection by G.
lamblia (Ferrer et al. 2012). In this study, Entamoeba his-
tolytica, another protozoa associated with wastewater, was
also shown to have a similar infection risk by a single
exposure when having contact with canal water (46%).

Our results were comparable to those obtained from other
studies in Vietnam for annual diarrhea risk due to E. coli
O157:H7. A study that applied the QMRA method to assess
diarrhea risks of the exposure activities associated with
wastewater and excreta use in agriculture in Ha Nam pro-
vince of Vietnam showed that the annual diarrhea risks due to
E. coli O157:H7 was 0.25. This is similar to the overall
incidence of diarrheal disease as presented in the same study
area of 0.28 per person-year as a result of a cohort study
covering over one year of the follow-up period (Phuc 2012).
Another cohort study which investigated in the suburb of
Hanoi in Vietnam with 18 months follow-up showed similar
results in which the incidence rate of diarrheal diseases was
28.1 episodes per 100 person-year counted for the adult
population exposed to wastewater in agricultural and aqua-
cultural productions (Trang et al. 2007).

In comparison with our study, the study performed in
Thailand by Mamadou and collaborators who assessed the
diarrheal risks related to exposure to canal water through
irrigation activities, showed comparable results in diarrhea
risks caused by G. lamblia at 0.67 per person-year (Ma-
madou et al. 2008). Among the three selected pathogens in
this study, the risk of diarrhea due to E. coli O157:H7 was
also much higher than for G. lamblia and C. parvum.

The annual diarrhea risks in our study was below the
diarrheal disease incidence per person per year (0.4-0.6)
among those aged above 5 years in developing countries in
2000, as reported in the WHO guidelines for the safe use of
wastewater, excreta and greywater. However, in
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comparison with the WHO reference level (1073 of
waterborne disease from drinking water, the annual diar-
rhea risks in our study were much greater (WHO 2006a).

Our study did not measure the association between the
health risks and the use of personal protective measures
while participating in activities exposed to wastewater.
However, the study on the practices of farmers in some
agriculture activities in the Ha Nam province of Vietnam
showed that inadequate use of protective measures, and
lack of washing hands with soap were associated with
increased risks of diarrhea (Phuc 2012). While appropriate
treatment methods of biogas effluent are not yet available
in Vietnam, improving the use of personal protective
measures might be a suitable solution for protecting the
health of the exposed population. It was also unfortunate
that our study did not measure the temperature of biogas
digester to link with pathogen die-off, which needs to be
considered in future studies.

In conclusion, E. coli, G. lamblia, and C. parvum
remained at high concentrations in the biogas wastewater.
The single and annual risks of diarrhea caused by these
pathogens in the exposed activities were relatively high.
These facts suggest that further actions to improve the
biogas effluent quality are required to reduce health risk
due to the exposure to biogas wastewater. This study pro-
vides evidences to enhance the awareness of people when
handling biogas wastewater, and hence promoting practices
of using personal protective measures. Results in this study
could be taken into consideration to understand the health
risks associated with exposure to biogas wastewater
through different activities in other areas of Vietnam as
well as in other developing countries with a similar context
of applying biogas plants.
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Abstract Material flow analysis (MFA) has been applied
to assess the environmental impact of human activities on
nutrient flows at the commune scale. This paper reports the
assessment of human excreta and animal manure as a
nutrient source for paddy fields and fishponds in Hoang
Tay commune, Ha Nam province, Vietnam. The quality of
MFA model was confirmed through modified uncertainty
analysis, then was used to originally quantify and visualize
the interlinks of livestock with the environmental sanitation
and agricultural system in terms of nutrients. Currently,
half of the pig manure was collected to the biogas, and the
remainders were freely discharged to the commune’s
drainage system (25%) or directly reused in the paddy
fields (25%). While wastewater in the drainage system was
the biggest source of nitrogen (contributed 46%), paddy
field was the biggest source of phosphorous (contributed
55%) discharged to the Nhue River, totaling 57 + 9 ton N
and 29 &+ 6 ton P, annually. Consequently, mitigation
measures for nutrient resource management were proposed,
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and reducing half of chemical fertilizers applied and
reusing all excreta and manure in the paddy fields were the
most effective option.

Keywords Material flow analysis (MFA) - Nutrient
recycling - Waste management - Manure - Vietnam

Introduction

Vietnam is the second largest exporter of rice in Asia. In
Vietnam, the area under rice cultivation increased from 4.7
Mha in 1961 to 7.3 Mha in 2007 [9], and the rice yield
increased by 146% in this period [24]. Correspondingly,
rice production in Vietnam, which was 9.0 million tons in
1961, gradually increased by a factor of four in a period of
46 years (i.e., to 35.6 million tons in 2007). The application
of nitrogen fertilizers in Vietnam has increased 7.2%
annually since 1985 [9]. Fertilizer consumption has also
sharply increased in recent years in Vietnam; it was
approximately 8.9 million tons in 2010, almost double of
the volume used in 2005 [24]. Paddy fields bring social and
economic benefits; however, they have also been recog-
nized as a potential source of environmental pollution due
to the overuse of chemical fertilizers. For example, in the
Day-Nhue River Basin (DNRB) in the Red River Delta,
which is the second biggest ‘rice bowl’ in Vietnam after the
Mekong [17], paddy cultivation constitutes approximately
50% of land use, and the majority of the fertilizer used in
the region is applied to paddy fields [3, 4, 15-17]. The
Vietnam Ministry of Natural Resources and Environment
[18], ADB [1], and Hanh et al. [12] demonstrated that
agricultural activities, especially paddy cultivation in
DNRB, are the primary sources of nitrogen, which causes
environmental contamination. On the other hand, the
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production of livestock in Vietnam has been increasing
rapidly, particularly, the pig and poultry populations
increased steadily over these two decades [9]. There were
10 million pigs and 50 million chickens in 1980, which
increased to 20 million and 130 million, respectively, in
2000. By 2013, these numbers grew to 27 million pigs and
230 million chickens [10]. Subsequently, large amounts of
manure are produced. Thus, manure from livestock (pig,
poultry) is good nutrients (nitrogen and phosphorous)
resource for fertilizing in paddy fields; therefore, chemical
fertilizers consumption can be reduced.

Adapted Material Flow Analysis (MFA) is widely
known as a useful tool for identifying environmental
problems by quantifying mass flows in an environmental
sanitation system and for forecasting the impact of possible
interventions on the environment [19-22]. The adapted
MFA methodology has been successfully applied in Viet-
nam, in the whole Day—Nhue River Basin [5-7], in Hanoi,
an urban area in the DNRB [19, 20], and in Ha Nam, a rural
area belongs to DNRB where environmental sanitation and
agricultural activities are closely interlinked [8, 23]. Con-
nections of the environmental sanitation and agricultural
system in terms of nitrogen and phosphorous were quan-
tified in the case study of Hoang Tay and Nhat Tan com-
munes in Kim Bang district, Ha Nam province, Vietnam
[7]. There were significant nutrients flows from pig house
(livestock process) to the paddy fields (paddy process).

Recognizing the potential nutrient sources from manure,
we originally analyzed the close interlinks of livestock
(pig, poultry) with on-site sanitation system and agricul-
tural system (paddy field, fishpond) in a commune located
along the bank of the polluted Nhue River, and reported in
this paper. We conducted an assessment of human excreta
and animal manure management in Hoang Tay commune
with three main objectives: (1) to understand and describe
the nutrient (nitrogen and phosphorous) fluxes in this
commune with regard to considering human excreta and
animal manure as center of material flow analysis; (2) to
identify potential sources of nutrient loads to the sur-
rounding environments, especially, the Nhue River; and (3)
to develop mitigation measures for nutrient loss loads and
enhancement of nutrient reuse. The developed MFA model
would be widely applied for assessing the potential nutrient
sources from human excreta and animal manure for uti-
lizing in paddy fields.

Methodology
Description of the study area

The target site was Hoang Tay commune in Ha Nam
province, located about 60 km south of Hanoi, in northern
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Fig. 1 Study sitte—Hoang Tay commune in Kim Bang district, Ha
Nam province, Vietnam (Vietnam Publishing House of Natural
Resources, Environment and Cartography, NARENCA 2008)

Vietnam (Fig. 1). In the year 2009, the population of this
site was 5778, among a total of 1714 households [13].
This low-income commune represents typical land use
patterns in northern Vietnam, with residential areas sur-
rounded by aquaculture and paddies. There was four 200
pigs, 38 000 poultries, and 110 cattle in addition to 100
tons of fish in Hoang Tay commune. At the time of this
study, households mostly relied on very rudimentary
forms of on-site sanitation facilities, for instance, 222
septic tanks, 469 pit latrines, and 250 biogas units. In
addition, human and animal feces were often used as
fertilizer for paddy fields, and in some cases, were directly
dumped into ponds to feed fish. Grey water was released
without treatment into drainage networks and then passed
into canals or the Nhue River together with the on-site
sanitation system effluent.

Development of the MFA model

The MFA system for Hoang Tay commune was developed
on the basis of a previous one developed jointly for Hoang
Tay and Nhat Tan communes, which presented in Do-Thu
et al. [8]. This study mainly focused on the nutrients (ni-
trogen and phosphorous) flows of animal manure and
human excreta to the environmental sanitation system and
agricultural system. The interlinks of livestock with the
environmental sanitation system and agricultural system in
Hoang Tay commune in terms of nutrients are shown in



J Mater Cycles Waste Manag
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Fig. 2. There were nine processes in the MFA system,
divided in three main groups: the environmental sanitation
system (biogas, septic tank, pit latrine, and drainage), the
agricultural system (fishpond and paddy), and livestock
(pig and poultry). Market process was not included in the
boundary of the MFA system; it was considered as the
platform for material exchanges of the processes inside the
boundary [19]. The three main environmental processes—
atmosphere, the Nhue River, soil/groundwater—were also
located outside of the system, as they reflected the desti-
nations for nutrients from the human activities in Hoang
Tay commune.

After drafting the model structure, equations were
added or updated based on the collected data (called as
‘parameter’). The most important data were the statisti-
cal data, such as population, area, and number of ani-
mals, which were collected from the annual reports of
Hoang Tay commune [13]. Other information was in the
government reports and documents, such as from the
Departments of Natural Resources and Environment
[3, 4] or MARD [17], and MONRE [18] and from
research institutes and non-government organizations.
The secondary data, such as emission rates of nitrogen,
got from the results of projects that have been done in the
study area or in other areas (Table 1). Two types of
equations were used in this model: balance equations and
model equations (Table 1). The nitrogen cycle model,
proposed in Do and Nishida [7], was applied in the paddy
process.

Uncertainty analysis

Modified uncertainty analysis procedure in adapted MFA,
which is presented in Do et al. [6], was applied in this case
study. The third criterion, with one standard deviation of
the budget value as the confidence interval and 68% as the
confidence level, could be applied to effectively identify
hidden uncertainties in the MFA system; therefore, it was
selected for ensuring quality of the current MFA system.
Sensitivity analysis for environmental impacts is needed
for identifying the influential parameters on outflows to
environments, and ultimately, for reducing requirements
for data collection [19, 20]. Sensitivity analysis was per-
formed to quantify the effect of a 10% increase in each
parameter on the environmental flows, to identify the
parameters that had a more significant influence than the
others.

Development of scenarios

The validated MFA model was used to develop different
scenarios for the target site. Hama et al. [11] and Kim et al.
[14] stated that reduction of applied chemical fertilizers
and replacing them by another nutrient source would not
impact to rice yields. Do and Nishida [7] demonstrated that
chemical fertilizers applied in Vietnam could be reduced
half possibly [17]. We assumed that the nutrients in man-
ure, excreta, or wastewater in the drainage system could be
replaced for half of the currently applied chemical
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Table 1 Parameters and equations for estimating nitrogen flow in pig process

Symbol Description of data Data type Unit Statistical ~ Mean Standard deviation (SD)
distribution
alue References SD/ References
Mean
(%)
n fat Number of fattener in the Certain Head Normal 3000 [13] 10 Authors’
commune assumption
n sow Number of sow in the Certain Head Normal 1200  [13] 10 Authors’
commune assumption
S paddy Paddy area in the Certain ha/year Normal 590 [13] 10 Authors’
commune assumption
aN man_fat Daily nitrogen load in Certain gN/head.day Normal 32 [21, 26-28] 3 [21, 26-28]
fatteners’ manure
aN man_sow Daily nitrogen load in Certain gN/head.day Normal 85 [21, 26-28] 1 [21, 26-28]
sows’ manure
(including piglets)
aN man_paddy Nitrogen load in manure  Certain ng/kmz.crop Uniform 3000* [17, 29] 3600** [17, 29]
supplied for paddy in a
crop
a feed_pig Annual food for pig (both Certain kg Normal 555 [25] 50 [25]
for sow or fattener) food/head.year
a feed_piglet Daily food for piglet Certain kg Normal 25 [25] 3 [25]
food/head.year
aN man_fat Nitrogen load in daily Certain gN/head.day Normal 35.00 [21, 26-28] 1 [21, 26-28]
fatteners’ manure
aN man_sow Nitrogen load in daily Certain gN/head.day Normal 85.00 [21, 26-28] 1 [21, 26-28]
sows’ manure
(including piglets)
CN feed_pig Nitrogen content in Certain eN/kg food Normal 26 [25] 1 [25]
commercial food for pig
CN pork Nitrogen content in pork  Certain gN/kg meat Normal 26 [19, 20] 1 [19, 20]
n piglet Number of piglets per Certain Head/head Normal 21 [25] 3 [25]
sow annually
r man_biogas  Ratio of pig manure to Uncertain  — Normal 0.50  Authors’ 0.25 Authors’
biogas system to total assumption assumption
pig manure
N Ratio of N gas losses to N Uncertain — Lognormal 0.2 [25] 0.05 [25]
emis_pigman  manure pigs
Flow description Flow  Model equation
Stock change rate of pig process = IN1 — (OUT1 + OUT2 + OUT3 + OUT4 + OUT5)
(Balance equation)
Input  Pig feed bought from market IN1 = [(n fat + n sow) x a feed_pig + n piglet x n sow x a
feed_piglet] x CN feed_pig x 107°
Output Pig manure put into biogas OUT! = (aN man_fat x n fat + aN man_sow x n sow) x (I — N
emis_pigman) x r man_biogas x 365 x 107°
Wastes from pig houses to OUT2 = (aN man_fat x nfat + aN man_sow x nsow) — OUT1 — OUT3
drainage
Pig manure applied in paddy OUT3 = aN man_paddy x S paddy x 1073
Pig eat sold in market OUT4 =Y pork x CN pork x 1072
Pig manure lost to the OUT5 = (n fat x aN man_fat + n sow x aN man_sow) x 1N
atmosphere emis_pigman x 365 x 1076

* and ** represent minimum and maximum values of the uniform distribution, respectively
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fertilizers in the paddy fields. Therefore, reduction of half
of chemical fertilizers applied was added in the following
scenario. The first scenario (Scenl) was created a mitiga-
tion measure for Hoang Tay commune; all pig manure and
human excreta were, respectively, collected in biogas and
septic tanks; only wastewater in the drainage system was
reused in the paddy fields. That meant nutrient flows from
pig process to paddy process or drainage process would be
neglected in this scenario. In addition, flows from drainage
process to fishpond process or Nhue River process would
be ignored, too. Correspondingly, value of parameter r
man_biogas in Table 1 would be replaced with
1.00 £ 0.25, represented for 100% of pig manure put into
biogas. Second scenario (Scen2) was another solution, and
all manure and excreta were reused in paddies, excepting
for wastewater. That meant nutrient flows from pig process
to biogas process and the ones from drainage process to
paddy process were removed. At the same time, the flows
from household process to septic tank process would be
replaced by flows from household process to paddy pro-
cess, whereas flows from and to drainage process were
kept. Third scenario (Scen3) described the environments
when excreta and manure were all reused in the paddies,
similar to Scen2; and wastewater was treated in the treat-
ment plant. In this scenario, flows from drainage process to
Nhue River process or paddy process would be removed,
but adding flows from this process to water treatment plant
process, which would be newly added.

Results and discussion

Uncertainty analysis

Plausibility test

The quality of the MFA model was assessed by plausibility

test in the uncertainty analysis. The nine processes located
inside the MFA boundary passed the plausibility tests
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Fig. 3 Plausibility test for nitrogen in the paddy process. Arrows
represents the plausible range of this process

successfully with the criterion 3: more than 68% of values
generated in the range of one standard deviation of the
budget value [6]. As can be seen in Fig. 3, 74% of the
generated values in Monte Carlo simulation were in the
plausible range. Thus, the MFA model developed was of
high quality.

Sensitivity analysis

Sensitivity analysis was conducted for nutrient flows from
the assessed human activities in Hoang Tay commune to
the Nhue River. There were three main sources of nutrients
to the Nhue River: wastewater from drainage, overflow
water from the fishpond, and overflow water from paddy
field. By assessing the variation of total nutrients (N or P)
while increasing 10% of each parameter in the MFA
model, the most sensitive parameters were identified for
total nutrients discharged to Nhue River. Figure 4 revealed
that chemical fertilizer (aN fer, aP fer), number of pigs (n
pig), number of poultry (n poul), and area of paddy (S
paddy) were the most sensitive parameters. The second
most sensitive parameters were ratio of households
equipped with biogas (r hh_BG), septic tank (r hh_ST), or
pit latrines (r hh_PL). In other words, these parameters had
a significant impact on the quantifying nutrients flows to
the Nhue River.

Nutrient flows in the MFA system

Nutrients flows, connecting livestock to environmental
sanitation and agricultural system, were quantified and
visualized in Fig. 5.

There were two main sources of on-site sanitation pro-
cess (biogas, septic tank, and pit latrine): human excreta
(13 £ 1 ton N/year, 3 & 0.1 ton P/year) and pig manure
(30 £ 2 ton N/year, 5 & 0.1 ton P/year). The biggest
outflow from this on-site sanitation system was wastewater
to drainage (40 £ 3 ton N/year, 8§ £ 2 ton P/year). Human
excreta was distributed to all three types of on-site sani-
tation processes, but more than half of this went to pit
latrines, because 53% of households were equipped with
pit latrines [13]. Therefore, loads of nutrients in pig man-
ure, from pig process to biogas process, were more than
double compared with the ones in human excreta, from
household process to septic tank and pit latrine process as
presented in this figure. However, the wastewater from
biogas and septic tanks was not treated completely; it still
contained condensed nutrients, which was then released to
drainage freely. There was no flow from the on-site sani-
tation system to the paddy fields in this figure, because the
excreta from pit latrines that were reused in paddy fields
was very minor compared with other flows (1.2 & 0.3 ton
N/year, 0.3 & 0.08 ton P/year). Without considering the
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Fig. 4 Sensitivity analysis for nitrogen and phosphorous flows to
Nhue River. Note aN excreta and aP excreta represent for daily
nitrogen (N) and phosphorous (P) load in human excreta; aN grey and
aP grey represent for daily N and P load in grey water; aN fer and aP
fer represent for N and P load in chemical fertilizers applied; r
grey_ST represents for Ratio of grey water used in septic tank; r

appropriate methods for storing manure and excreta, the
nutrients would not be effectively reused in the paddy
fields, but lost through wastewater to the surrounding
environments.

As explained above, wastewater from on-site sanitation
system was the main source of drainage. The second big-
gest source of this process was uncollected pig manure
(15 £ 2 ton N/year, 5 = 0.7 ton P/year), which originated
from washing pig houses. The uncollected pig manure and
wastewater in drainage were then released to paddies
(31 £ 5 ton N/year, 7 + 0.5 ton P/year), fishpond (5 & 2
ton N/year, 1 & 0.04 ton P/year), or the Nhue River
(26 £ 6 ton N/year, 6 & 0.5 ton P/year). Thus, just about
half of nutrients in pig manure and human excreta were
reused in the paddies; the remaining half was discharged
into the Nhue River.

The main nutrients input to the pig and poultry processes
were from commercial feeds for animals; these were also
biggest flows in the whole MFA system. There was
77 £ 11 ton N/year and 22 + 6 ton P/year for feeding pigs
and 30 £ 2 ton N/year and 16 £ 7 ton P/year for feeding
poultry. Half of the pig manure was discharged to the
biogas, 25% to drainage system, and 25% directly reused in
the paddy fields. Unlike pig manure, poultry manure was
reused effectively for feeding fish as the main nutrient
sources of fishpond (11 £ 3 ton N/year, 5 + 1 ton P/year).
It was also reused in the paddy fields (7 & 2 ton N/year,
6 + 3 ton P/year).

Paddy and fishpond were the key processes for manure
reuse in the study site. Nutrients contained in chemical
fertilizers applied in the paddies were one of the biggest
flows in the whole MFA system (74 4+ 12 ton N/year,
24 + 6 ton P/year). Nutrients in the commercial feed for
fish were much lower than nutrients from chemical fertil-
izers applied, but they were also contributed significant
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hh_BG, r hh_ST, and r hh_PL represent for ratio of households
equipped with biogas latrine, septic tank, and pit latrine to total
households; S paddy represents for paddy area; n poul and n pig
represent for number of poultry and pig; n represents for population in
Hoang Tay commune

input flows (15 £ 5 ton N/year, 2 &= 0.4 ton P/year). As
shown in Fig. 5, there were 54 & 5 ton N/year and 30 + 4
ton P/year contained in manure and excreta as well as
wastewater input to the paddy fields. These contributed 42
and 56% of total N and P input to the paddies fields,
respectively. Similarly, poultry manure was the main
nutrient source for fish feed (52% N and 63% P). Thus,
human excreta and animal manure were the significant
sources of nutrients in the agricultural system in Hoang
Tay commune.

Many papers on assessing nutrient flows have been
published, especially regarding farming system, those
have mainly been conducted at global, watershed, and city
levels, and a very few have been conducted at the com-
mune level. In addition, those studies have focused
mainly on quantifying nutrient discharge from the studied
systems and identifying the key sources and paths of
pollution while often ignoring the nutrient use efficiency
(NUE) in the system. Montangero et al. [19] revealed the
assessment of nutrient flows in the urban environmental
sanitation system of Hanoi Capital, Vietnam. Do-Thu
et al. [8] also applied the MFA for quantifying nutrient
flows at Hoang Tay and Nhat Tan commune, Ha Nam
province, Vietnam. However, none of them took NUE
into account. The MFA model proposed in this research
was first assessing NUE in the on-site sanitation and
agricultural system at the commune level. Therefore, the
estimated NUE was compared with those in case studies
with similar agricultural conditions to examine the per-
formance of the proposed MFA model. NUE was esti-
mated from the ratio of nutrient uptaken by rice and total
nutrient input, including chemical fertilizers and pig
manure. Chen et al. [2] and Wu et al. [30] were also
applied similar method for assessing NUE in China. They
reported that P load from pig manure contributed
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31.2-42.6% of total P applied in paddy, and NUE value
was in the range of 45.7-58.0%. In the case study of
Hoang Tay commune, P load from pig manure contributed
41.0% of total P applied in paddy and NUE value was
46.3%. Thus, results from the proposed MFA model were
in the range of previous reported results.

Environmental impacts of human activities

In this research, the environmental impacts of agricultural
activities were assessed through the interactions of live-
stock (pig and poultry) with the environmental sanitation
system (biogas, septic tank, pit latrine, and drainage) and
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the agricultural system (fishpond, paddy). Figure 5
demonstrated four sources of nitrogen to the atmosphere:
pig, poultry, fishpond, and paddy processes. There was
64 £ 12 ton N/year from agricultural and livestock sys-
tems in Hoang Tay commune emitted to the air, through
manure and chemical fertilizers applied. Among those four
processes in the agricultural and livestock system, nitrogen
originating from the paddy fields was the largest source
(37 £ 8 ton N/year), contributing to 58% of total nitrogen
lost to the air. The second largest source was nitrogen in
manure from pig process (15 &£ 4 ton N/year). Thus, 29
and 19% of nitrogen inputs into paddy and pig processes
were lost to the air, respectively. On the other hand,
nitrogen lost from poultry process was contributed less to
total N lost to the air, but it was 17% of all N inputs into
this process.

Fishpond, paddy, and drainage processes were the main
sources of nutrients discharged to the Nhue River. There
were 57 £ 9 ton N and 29 £ 6 ton P discharged to the
river every year. Drainage was the largest source of
nitrogen (46%), but paddy fields were the largest sources of
phosphorous discharged to the river (55%). In addition,
there were 7 £ 0.9 ton N and 12 + 4 ton P discharging
from paddy to soil/groundwater annually.

Development of scenarios

Our results demonstrated that nutrients in the manure and
excreta have not yet been effectively reused in the agri-
cultural system, and also have the potential to pollute the
surrounding environments. The validated MFA model was
used to run three proposed scenarios, and the results pre-
sented in Fig. 6 show that the nutrient loads to the sur-
rounding environments were reduced most effectively by
applying scenario 3. 55, 70, and 44% of current nitrogen

load to the atmosphere, the Nhue River, and
70 OAtmosphere
5 60 - ¥ Nhue river
-
E 50 M Soil/ groundwater
S 40
n
9
= 30
&
S 20
Z 10 -
0 -
Current Scenl Scen2 Scen3
Scenarios

Fig. 6 Nitrogen and phosphorous loads from Hoang Tay commune to
the surrounding environments in the year 2009 (Current) and in
different scenarios (Scen). Note Scenl represents for all pig manure
and human excreta were, respectively, collected in biogas and septic
tanks; only wastewater in the drainage system was reused in the

@ Springer

soil/groundwater were, respectively, decreased in the sce-
nario 3. In addition, 69 and 52% of the phosphorous load to
the Nhue River and soil/groundwater were declined,
respectively. Scenario 2 was also a good option for
reducing nutrient loads to the environments. The reduction
of total nitrogen load to the atmosphere, the Nhue River,
and soil/groundwater were 47, 49, and 36%, respectively.
In addition, 59 and 44% of total phosphorous load to the
Nhue River and soil/groundwater were reduced, respec-
tively. However, collecting all of the pig manure in biogas
was not a good solution for our case study of Hoang Tay
commune. The reduction in total nutrients loads to the
environments was much less in scenario 1. Therefore,
reusing excreta and manure in the paddy fields, which was
proposed in scenario 2 and 3, would help reduce nutrients
losses to the environments, and also reduce half of chem-
ical fertilizers applied as currently.

Conclusions and recommendations

Our study demonstrates that this MFA method is suitable to
quantify nutrient flows in an area which is clearly faced
with data uncertainty and scarcity. Nutrient flows from
livestock to the environmental sanitation and agricultural
systems were originally and successfully quantified in this
study. In addition, the impact of manure reuse on the sur-
rounding environments was first assessed in a small com-
mune of Vietnam. The MFA results identified the critical
control sources of nutrients in Hoang Tay commune, which
included the overuse of chemical fertilizers in paddy fields,
uncontrolled effluent from the environmental sanitation
system, and insufficient management of pig manure. Con-
sequently, options for nutrient resource management were
proposed, such as reducing half of chemical fertilizers
applied and reusing all excreta and manure in the paddy

70
Q 60 ¥ Nhue river
E 50 - M Soil/ groundwater
T 40
o
S 30
o
2 2
2
2 10
=
o
. . u
Current Scenl Scen2 Scen3
Scenarios

paddy fields. Scen2 represents for all manure and excreta that were
reused, excepting for wastewater. Scen3 represents for excreta and
manure that were all reused in the paddy fields; wastewater was
treated in the treatment plant
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fields. However, sustainable sanitation must consider the
potential health impacts of applying manure. Therefore,
pre-treating manure, through composting for example,
should be done carefully at the household level. In short,
applying MFA as a part of environmental sanitation plan-
ning allows decision makers to identify potential problems
and simulate the impact of mitigation measures on resource
consumption and environmental pollution.
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Abstract

Human excreta is a low cost source of nutrients vital to plant growth, but also a source of
pathogens transmissible to people and animals. We investigated the cost-savings and
infection risk of soil transmitted helminths (STHs) in four scenarios where farmers used
either inorganic fertilizer or fresh/composted human excreta supplemented by inorganic
fertilizer to meet the nutrient requirements of rice paddies in the Red River Delta, Viet-
nam. Our study included two main components: 1) a risk estimate of STH infection for
farmers who handle fresh excreta, determined by systematic review and meta-analysis;
and 2) a cost estimate of fertilizing rice paddies, determined by nutrient assessment of
excreta, a retailer survey of inorganic fertilizer costs, and a literature review to identify
region-specific inputs. Our findings suggest that farmers who reuse fresh excreta are
1.24 (95% CI: 1.13-1.37, p-value<0.001) times more likely to be infected with any STH
than those who do not handle excreta or who compost appropriately, and that risk varies
by STH type (Ascaris lumbricoides RR = 1.17,95% Cl = 0.87-1.58, p-value = 0.29; Hook-
worm RR =1.02, 95% Cl = 0.50-2.06, p-value = 0.96; Trichuris trichiura RR = 1.38, 95%
Cl=0.79-2.42, p-value = 0.26). Average cost-savings were highest for farmers using
fresh excreta (847,000 VND) followed by those who composted for 6 months as recom-
mended by the WHO (312,000 VND) and those who composted for a shorter time (5
months) with lime supplementation (37,000 VND/yr); however, this study did not assess
healthcare costs of treating acute or chronic STH infections in the target group. Our study
provides evidence that farmers in the Red River Delta are able to use a renewable and
locally available resource to their economic advantage, while minimizing the risk of STH
infection.
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Author summary

Each year, hundreds of millions of people worldwide are infected with intestinal worms
spread by contaminated soil, also known as soil transmitted helminths (STHs). These
worms are most common in tropical climates in areas lacking good hygiene and sanita-
tion, and negatively impact child development, quality of life, and economic wellbeing.
Reuse of human excreta for fertilizer is a common practice in many low to middle income
countries because farmers require a low cost source of nutrients to grow food crops eaten
by people and animals. Excreta can contain microbes, such as STHs, that cause disease in
people; however, composting is a known method of killing STHs. Therefore, our goal was
to determine if Vietnamese rice farmers involved in this practice are at higher risk of STH
infection, and to calculate the amount of money saved by farmers composting for different
lengths of time, and supplementing with various commercial fertilizers. We suggest that
farmers compost excreta for six months to reduce disease exposure and optimize house-
hold savings. Optimizing practices to improve food production and protect farmer health
is critical for poverty alleviation in low to middle income countries.

Introduction

Application of human excreta onto rice paddies as fertilizer is a common practice in northern
Vietnam, where many farmers use single or double vault latrines, lack access to wastewater
infrastructure, and have variable access to commercial inorganic fertilizers [1]. Using organic
waste to fertilize fields has clear benefits for crop yield [2]; however, this practice increases cer-
tain health risks for farmers and consumers, such as infection by soil transmitted helminths
(STHs)[3,4]. The STH group includes Ascaris lumbricoides, Trichuris trichiura, and hookworm
spp., which are intestinal parasites that spread between people when sanitation is inadequate
or when good hygiene is not practiced [4]. People are infected when they accidentally ingest
infective eggs or when their skin contacts infective larvae in contaminated soil. These parasites
are particularly prevalent in regions with warm, moist climates, and are included in the cate-
gory of tropical neglected diseases associated with poverty.

World Health Organization (WHO) guidelines recommend that farmers compost human
excreta for six months prior to application in order to inactivate STH eggs and larvae, and
thereby reduce spread between people [5]. This practice is not feasible for all Vietnamese farm-
ers, in particular those who harvest multiple crops per year or have single vault latrines that
lack a chamber for long-term excreta storage. Current evidence suggests that only one-third of
farmers who use human excreta follow the six-month recommendation [6], and that STH
infection remains an occupational hazard associated with handling human excreta [3]. It is
common practice for household members to add a handful of kitchen ash after using a latrine,
as this reduces smell. A recent study characterizing A. lumbricoides egg die-off during excreta
composting suggests that adding lime reliably accelerates egg inactivation so that WHO crite-
ria for safe handling (<1 viable egg/g total solids) are met by 153 days [7]. Ascarid eggs can
survive longer periods in adverse environmental conditions than other STHs, and for that rea-
son we chose A. lumbricoides die-off as a proxy for overall STH die-off [8].

Rice farmers in some agricultural regions of Vietnam have shifted their source of fertilizer
from human excreta to commercial inorganic products, either wholly or in part. It is unclear
whether this trend will become universal as not all farmers are able to afford or access com-
mercial fertilizer, and others consider human excreta a superior source of long-term nutrition
for plants and soil [9]. Inorganic fertilizers are primarily imported, and their costs are
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influenced by a wide range of factors, including energy prices [10]. Using human waste to fer-
tilize crops is recognized as a way to decrease household expenditures; however, it is unclear
how costs and health risks associated with STH infection interact. The goal of this study was to
compare the costs and STH risk associated with fertilizing rice paddies in the Red River Delta
(RRD).

Methods
Study context

The RRD encompasses eight provinces and two major urban municipalities (Hanoi and Hai-
phong) in northern Vietnam. The RRD is an agriculturally intense area that produces approxi-
mately 15% of the national annual rice output [11]. Throughout the region, farmers use
various combinations of human excreta, inorganic fertilizers, and animal manure to replenish
soil nutrients and maximize rice yield. To generate cost estimates, we chose four fertilization
scenarios: (A) Fresh human excreta (< 139 day storage without lime); (B) Composted human
excreta (153 day storage with 10% lime as per [7]); (C) Composted human excreta (181 day
storage without lime; WHO standard [5]); (D) Inorganic fertilizer. Although three scenarios
(A-C) involved human excreta, we assumed that only farmers who handled fresh excreta (A)
would experience STH infection risk, as the composting scenarios (B and C) met WHO stan-
dards for helminth inactivation. Risk of STH infection for Vietnamese farmers handling fresh
excreta was evaluated by systematic review and meta-analysis. Our economic analysis of the
four scenarios included the direct costs incurred for composting human excreta (i.e. lime) and
supplementing excreta with inorganic fertilizers. Capital costs (i.e. cost to build a double vault
latrine) were not included because differences in factors such as materials and design cause
costs to vary substantially in the RRD, and would add a high level of uncertainty to our analy-
sis. To estimate the direct costs, we determined nutrient content of organic fertilizer scenarios,
conducted a retailer survey of inorganic fertilizers in the study area, and collected economic
inputs from published sources specific to the RRD (e.g. household size, excreta production per
household, annual harvest frequency, average paddy size).

STH risk estimate

Systematic review. Two systematic review research questions were defined as: (1) “is
there risk of infection with any STH type among farmers who work with fresh human excreta
to fertilize rice paddies in the RRD, Vietnam”; and (2) “is there risk of infection with STHs, by
type of helminth, among farmers who work with fresh human excreta to fertilize rice paddies
in the RRD, Vietnam”. Two authors (RL and JS) used three search engines (PubMed, Embase,
and ProQuest) to search titles/abstracts of English language peer-reviewed publications using
the following terms: Vietnam AND ((human excreta) OR (human waste) OR (night soil) OR
(fertilizer) OR (manure)). Inclusion criteria for relevance screening were: time period (2006—
2016), location (Vietnam), diagnostics (stool sample tested for STH), occupation (farming),
exposure (contact with human excreta), and risk assessment reporting (risk estimate and mea-
surement of error). The Vietnamese government, in collaboration with international aid orga-
nizations, has conducted targeted STH elimination campaigns in past decades, and we
restricted the time period to avoid overestimating risk. One author (NTT) conducted similar
searches in two databases managed by the National Agency for Science and Technology Infor-
mation to identify Vietnamese language publications, projects, theses, and government
reports. Authors initially read all titles/abstracts of the search results and then full publications
of the subset that appeared to meet the inclusion criteria. As well, citation lists in relevant
English and Vietnamese publications were manually searched for additional papers of interest.
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Table 1. Quality assessment tool used to evaluate individual publications that met inclusion criteria for reporting STH risk in farmers handling
human excreta (modified from [12,13]).

Study Component Reviewer’s Score
Comments
Selection: (< 6 stars)
Representativeness of the sample:
a) Truly representative of the average *__’ in the target population (all subjects or random sampling). **
b) Somewhat representative of the average ‘__’ in the target population (non-random sampling).*
c) Selected group of users (e.g. farmers, nurses).
d) No description of the sampling strategy.
Sample size:
a) Justified and satisfactory.*
b) Not justified.
Non-respondents:
a) The response rate is reported and satisfactory.*
b) The response rate is not reported, or unsatisfactory.
Assessment of the exposure (risk factor):
a) Validated measurement tool. **
b) Non-validated measurement tool, but the tool is available or described.*
¢) No description of the measurement tool.
Comparability: (< 2 stars)

The subjects in different outcome groups are comparable, based on the study design or analysis. Confounding factors are
controlled.

a) The study justifies inclusion of variables (e.g. stepwise regression), controls for confounders or effect modifiers, and
has comparable outcome groups.**

b) The study satisfied 2 of 3 above listed criteria.*

c¢) The study does not provide sufficient detail to assess comparability of outcome groups.
Outcome: (< 5 stars)
Sample collection:

a) >1 stool samples collected per respondent within one week period.*

b) One sample collected per respondent.

¢) No description.
Diagnostic test:

a) >1 validated test used or 2+ blinded technicians used the same validated test.**

b) One validated test used by a trained technician.*

c) Diagnostic test not described, not validated, or known to misrepresent true infection prevalence.
Statistical test:

a) The statistical test used to analyze the data is clearly described and appropriate, and the measurement of association
is reported with estimates of error (confidence interval and p-value). **

b) The statistical test used to analyze the data is clearly described and appropriate, and the measurement of association
is reported with a confidence interval or p-value.*

c) The statistical test is not appropriate, not described, or incomplete.
Total Score (< 13 stars):

*—indicates 1 point
**_—indicates 2 points

https://doi.org/10.1371/journal.pntd.0006088.t001

Duplicate reports (identified by title and primary author) were removed, and all publications
that met the inclusion criteria were retained and independently assessed for quality by RL and
JMS using a version of the Newcastle-Ottawa scale modified from [12,13] (Table 1). Quality
assessment of relevant studies evaluated the materials and methods section of each report for
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complete descriptions and appropriate study design, sampling methods, control of confound-
ers, exposure and outcome assessment, inclusion and exclusion criteria, and statistical analysis.
Data were extracted on author, language, region, study design, population, exposure, outcome,
sample size, measure(s) of association, 95% confidence intervals, p-values, standard errors,
confounders adjusted for, and number of: exposed, unexposed, outcome positive and outcome
negative, from each publication and recorded in a Microsoft Excel (2013) database.

Meta-analysis. The risk of STH infection associated with handling fresh human excreta
was assessed in random-effects meta-analysis using data from relevant studies that met inclu-
sion criteria collected in the systematic review. Unadjusted raw data for disease positive, dis-
ease negative, exposed and unexposed were extracted from each manuscript and used to
generate pooled relative risks (RRs) for each research question aspoor reporting of necessary
sample sizes, p-values, or standard errors precluded inclusion of adjusted risk estimates in the
analysis. One study [14] did not report sample size by exposure or outcome, and therefore
could not be included in the meta-analysis. Statistical analysis of heterogeneity was assessed by
the I’ statistic, where an I value above 25% denoted significant heterogeneity. Where possible,
sensitivity analysis was used to assess the extent to which one or more factors, such as study,
might explain observed heterogeneity. All analyses were conducted using STATA 14.

Cost estimates

Nutrient standardization of organic fertilization scenarios. The Vietnamese Rice
Knowledge Bank provides recommendations for nitrogen: phosphorus: potassium (NPK)
amounts needed to replace soil nutrients per rice harvest [15]. To ensure that the NPK content
of each organic fertilizer scenario (A-C) was standardized within the upper and lower bounds
of these recommendations, we composted human excreta to monitor changes over the defined
composting period. Excreta were stored in concrete vaults meant to simulate double vault
latrines, and three samples per vault were analysed every 28 days over a 139 day period.
Changes in moisture content (and thereby excreta weight) were also assessed to determine
NPK concentrations per kg of excreta. Details of storage conditions, sample collection, and
moisture assessment are reported elsewhere [7].

Total nitrogen concentration of composted excreta was assessed by the Kjeldahl method
[16]. Total phosphorus content was assessed by mixing 0.5 grams of excreta to 10 mL of 98%
sulfuric acid in a dried Kjeldahl flask, and pipetting 1 mL of the mixture into a 50 mL flask
where it was combined with 2 mL of 2.5% ammonium molybdate and 1 mL of ascorbic acid.
The solution was diluted with 40 mL dH,O, heated in a sand bath to 300°C for 10 minutes,
cooled, and then measured at 710 nm by ultraviolet-visible spectrometer (Model U-2900,
Hitachi High Technologies Corporation, Toyko, Japan). The total potassium content was
determined by mixing 0.5 grams of excreta with 10 mL of 98% sulfuric acid in a dried Kjeldahl
flask, and measuring the solution by atomic absorption spectrophotometer (Model AA-6800,
Shimadzu Corporation, Kyoto, Japan) as per government standard [17].

To generate mean nutrient content for fresh excreta (A), we averaged the NPK and moisture
content for excreta sampled over 139 days. For the compost scenarios (B,C), we conducted a
simple linear regression to identify significant changes over time in NPK and moisture levels
for excreta stored with 10% lime (B), and without lime (C). If no significant changes were evi-
dent, we used the last recorded estimates (i.e. 139 days). When NPK and moisture content dif-
fered significantly over time, general linear regression was used to predict levels at 153 days (B)
and 181 days (C). Using these data, final NPK concentrations were calculated and compared
with upper and lower NPK recommendations to identify a suitable application rate for rice pad-
dies, and to inform the cost estimates of scenarios A, B, and C. If excreta did not provide
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sufficient N, P, or K, we assumed that farmers would supplement with nutrient specific inor-
ganic fertilizers.

Inorganic fertilizer costs. To estimate the price of reccommended NPK fertilizers, we
recruited two resident volunteers in each of the eight provinces in RRD. Each volunteer visited
at least one retailer in their commune in December 2016 and surveyed the shop owner to deter-
mine the price per kilogram for any brand (up to ten) of the recommended fertilizer types. We
used the average retail price across all brands and communes to estimate cost-savings.

Cost estimate generation. To quantify the cost-savings available to farmers who substi-
tuted human excreta for inorganic fertilizer (A, B, C), we used the nutrient analysis along with
estimates of excreta production [18] and household size [19] to determine the amount of
organic NPK available to an average RRD household. We then used estimates of annual har-
vest frequency and average paddy size to calculate the average amount of NPK required per
household annually [19]. The amount of organic NPK available was then compared to the
average NPK required to determine the weight of human excreta that should be distributed
onto rice paddies each year for each fertilization scenario. We assumed that organic NPK levels
falling within the upper and lower bounds of recommended inorganic NPK application would
lead to optimal rice yield. Finally, we used our estimate of RRD fertilizer prices to calculate the
average cost incurred by farmers for each scenario (A-D). Sensitivity analysis was conducted
to test upper and lower values for fertilizer prices, rice paddy size and household size, while
holding all other values constant.

Results
STH risk estimate

Systematic review. Our search terms identified 513 unique publications for review (113
English, 400 Vietnamese; Fig 1). Of these, four English language publications and zero Viet-
namese language publications, met our inclusion criteria. Overall, the quality of reporting was
low to moderate, and we noted a high degree of variability in quality scores among selected
publications (mean = 8, range = 6-12; Table 2). Two of four papers reported STH risk esti-
mates in risk ratios (RR) and the other two reported odds ratios (OR).

Meta-analysis. Using inverse variance weighting and random effects, our analysis found
that farmers who fertilized rice paddies with fresh human excreta were 24% (RR = 1.24, 95%
CI: 1.13-1.37, p-value<0.001; Fig 2) more likely to be infected with one or more STHs than
farmers who did not handle fresh excreta. However, the infection risks of individual helminths
were lower than the risk of any STH, and were not significant. Risk of hookworm infection
(RR =1.02, 95% CI: 0.5-2.06, p-value = 0.96) was lowest compared to other helminth types
(A. lumbricoides RR = 1.17, 95% CI: 0.87-1.58, p-value = 0.29; T. trichiura RR = 1.38, 95% CI:
0.79-2.42, p-value = 0.26; Fig 2). Meta-analyses that examined infection risk with T. trichiura
or hookworm demonstrated significant heterogeneity (I* = 85.9% and I* = 87.0%, respec-
tively). Sensitivity analysis for the T. trichiura outcome found that removal of Yajima et al.,
2009 eliminated the majority of heterogeneity [21]. The A. lumbricoides meta-analysis had also
low evidence quality due to high heterogeneity among three studies (I> = 47.8%); heterogeneity
was eliminated by the removal of Yajima et al., 2009 (I* = 0%). Sensitivity analysis could not be
carried out for hookworm infection risk due to the small number of studies (n = 2) included in
the meta-analysis.

Cost estimates

Nutrient standardization of organic fertilization scenarios. The Vietnamese Rice
Knowledge Bank recommends spreading inorganic NPK 16-16-8 or 17-12-5 fertilizers at a
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A. PubMed Embase ProQuest
(n=59) (n=54) (n=45)
Duplicates discarded (n=45)
Titles/Abstracts
reviewed:
(n=113)

Full-text articles
reviewed

(n=13)

Titles/Abstracts discarded (n=100)

Did not meet inclusion criteria (n=9)

Articles included in
meta-analysis

(n=4)

B. Science & Technology database
(n=364)

Vietnam Science & Technology
Tasks database (n=54)

Duplicates discarded (n=18)

Titles/Abstracts
reviewed:
(n=400)

Titles discarded (n=378)
Full text not retrieved (n=2)

Full-text articles
reviewed

(n=20)

Did not meet inclusion criteria (n=20)

Articles included in
meta-analysis

(n=0)

Fig 1. Flow chart of search strategy and study selection for reports of STH infection following use of human excretain

Vietnam (A) English. (B) Vietnamese.
https://doi.org/10.1371/journal.pntd.0006088.9001
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A. Any Soil Transmitted Helminth

Study ID

Phuc et al., 2013
Trang et al., 2007
Subtotal (12=0.0%, p =0.704)

Overall (12=0.0%, p = 0.704)

B.Ascaris lumbricoides
RR (95% CI) % Weight Study ID RR (95% CI) % Weight

1.30 (1.08, 1.57) 57.01
0.21(0.03,1.54) 2.15
1.11 (0.81, 1.51) 40.84
1.17 (0.87, 1.58)  100.00

1.17 (0.87, 1.58)  100.00

Phuc et al., 2013 =
Yajima et al., 2009 * ‘
Trang et al., 2007 e
1.24 (1.13, 1.37) 100.00

Subtotal (12 =47.8%, p =0.147) ﬁ

1.24 (1.13, 1.37) 100.00
Overall (2= 47.8%, p = 0.147)

1.26 (1.112, 1.41) 7475
1.20 (0.99, 1.46) 25.25

C. Trichuris trichiura
Study ID

Phuc et al., 2013
Yajima et al., 2009 .
Trang et al., 2007

Subtotal (12 =85.9%, p =0.001)<_ ~
Overall (12=85.9%, p=0.001) < .y

t T

10 A 1 10

D. Hookworm spp.

RR(95% Cl) % Weight Study ID RR(95% Cl) % Weight
128 (118 146) @902 Trang et al., 2007 |+ 143(1.08,190) 5243
0.74 (0446, 122]  23.02 Yajima et al., 2009 0.70 (0.46, 1.06) 47.57
2.66 (1.71,4.13) 31.96 U .

Subtotal (12 =87.0%,p=0005)_ |~ 1.02(0.50,2.06) 100.00

1.38 (0.79, 2.42) 100.00

1.02 (0.50, 2.06) 100.00

2 = 0, = b= |
136(0.79,242) 100,00 Overall (12=87.0%, p =0005) ~__

T

A 1

10 A 1 10

Fig 2. Meta-analysis forest plot describing individual and pooled RR estimates of STH infection in farmers who handle fresh human excreta in
Vietnam. [A] Any Soil Transmitted Helminth [B] Ascaris lumbricoides [C] Trichuris trichiura [D] Hookworm spp. Note: Weights are from random effects

analysis.

https://doi.org/10.1371/journal.pntd.0006088.9g002

rate of 415-550 kg/ha for each rice harvest in the RRD [15]. These percentages are substantially
higher than all NPK levels observed in organic human excreta, regardless of whether it was
fresh or composted (Tables 3 and 4). On average, fresh excreta contained higher nitrogen,
phosphorus, potassium, and moisture levels (1.66%, 3.23%, 2.44%, and 42.2%, respectively)
than composted excreta. For excreta stored without lime (A,C), NPK levels and moisture con-
tent all decreased significantly over time (p-value<0.01 each). When excreta was composted
with 10% lime (B), only nitrogen and moisture changed significantly over time (p-value
<0.001 each); however, this storage method resulted in lower NPK than excreta composted
without lime (C).

We compared the amount of organic NPK available per household to the annual RRD soil
requirements and found excreta to be a good source of phosphorus and potassium but not
nitrogen. We determined that farmers should apply fresh excreta (A) at a rate of 3459 kg/ha to
meet but not exceed phosphorus and potassium requirements. At this rate, 425 kg of fresh
excreta would be used to fertilize an average sized rice paddy, which is 65% of the total excreta
produced by an average RRD family per year. Only 43% of the minimum nitrogen require-
ment would be met, indicating that farmers would need to supplement a nitrogen-based fertil-
izer (urea or diammonium phosphate (DAP)) for optimal rice production. Nutrient and
moisture loss during composting meant that average RRD households did not produce suffi-
cient excreta to meet soil requirements after 153 days or 181 days of storage. Excreta com-
posted with 10% lime (B) or without lime (C) could be combined with inorganic NPK
fertilizer at 6:1 or 5:1 ratios (organic: inorganic), respectively, in order to meet all nutrient
requirements.

Inorganic fertilizer costs. Our retailer survey collected cost data for the two recom-
mended NPK fertilizers (16-16-8 and 17-12-5) and two nitrogen-based fertilizers (urea and
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Table 3. Summary of data input sources used to assess cost and STH risk associated with four rice fertilization methods in RRD, Vietnam.

Input Estimate Source(s)
STH risk for farmers who handle fresh human excreta, RR (95% Cl) 1.24 (95% CI: 1.13-1.37) Systematic review and meta-analysis
NPK! fertilizer recommendation for rice paddies in RRD? 16-16-8 or 17-12-5 [15]
Recommended NPK application rate, kg/ha per rice harvest 415-550 [15]
Recommended compost period to inactivate STH® ova 153 days (with ash and 10% lime) [7]

181 days (with ash) [5]
Total nitrogen in human excreta, % (A, B, C)* 1.66, 1.29, 1.32 Nutrient analysis
Total phosphorus in human excreta, % (A, B, C) 3.23,1.67,2.92 Nutrient analysis
Total potassium in human excreta, % (A, B, C) 2.44,1.82,2.23 Nutrient analysis
Moisture content in composted human excreta, % (A, B, C) 42.16,9.16, 6.83 Nutrient analysis
Moisture content in newly evacuated excreta, % 93 [18]
Average excreta production, kg/person/day 0.998 [18]
Average number household members in RRD, n £ sd Agricultural: 3.66 + 1.38 [19]

Not agricultural: 4.38 £ 1.19
Average rice paddy size in RRD, ha * sd 0.12+0.096 [19]
Number of rice harvests per year 2 [19]
Retail fertilizer price in RRD, Average (min-max) ‘000’'VND/kg 16-16-8: 9.2 (4-15) Retailer survey

Estimated retail price of lime, ‘000’'VND/kg
Average lime weight (10% of excreta), kg/year

1 Nitrogen-phosphorus-potassium
2Red River Delta
3So0il transmitted helminth

17-12-5:7.96 (3.5-12)

DAP: 7.7 (3-15)

Urea: 7.8 (4.5-12)

2 Expert opinion
133.33 Nutrient analysis

“4A = Fresh human excreta (< 139 day storage without lime); B = Composted human excreta (153 day storage with 10% lime; C = Composted human

excreta (181 day storage without lime)

https://doi.org/10.1371/journal.pntd.0006088.t003

DAP) from 35 fertilizer retailers across eight provinces in the RRD. All retailers agreed to
participate in the survey, although not all could provide prices for each fertilizer type. We
obtained cost estimates for 41 NPK 16-16-8 products from 27 retailers, 25 NPK 17-12-5
products from 17 retailers, 74 urea products from 34 retailers, and 38 DAP products from
24 retailers. Among all products and brands, fertilizer prices ranged from 3,000 to 15,000
VND per kilogram (Table 3). When ranked by average price, NPK 16-16-8 was most expen-
sive (9,000 VND/kg), followed by NPK 17-12-5, urea, and DAP (all approximately 8,000
VND/kg).

Cost estimate generation. Rice paddies of average size in the RRD require 118.4 kg per
year of inorganic NPK 16-16-8 or 17-12-5 fertilizer. Under scenario D, farmers applying one
of the recommended NPK fertilizers in this amount incur an average annual cost of 1,004,000
VND (range: 416,000-1,783,000 VND; Fig 3). Farmers using fresh excreta would need to pur-
chase a nitrogen-based fertilizer (urea or DAP), which would cost an average of 157,000 VND/
year if applied up to the minimum recommended level. This implies an annual cost savings of
847,000 VND for scenario A. Under scenario B, farmers incurred costs for lime (average:
267,000 VND/year) and NPK fertilizer (average: 701,000 VND/year), representing a household
saving of 37,000 VND annually. Farmers operating under scenario C incurred costs for NPK
fertilizer only (average: 693,000 VND/year), and could save on average 312,000 VND annually.
According to the sensitivity analysis, costs varied according to rice paddy size, household size,
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Table 4. Observed nutrient and moisture content of human excreta composted by two methods in a simulated double vault latrine system over
139 days with linear regression to predict values at 153 and 181 days.

Sampling day Average (<139 days) Predicted P-value
1 27 55 83 111 139

Ash (181 days)

Total Nitrogen (%) 1.937 1.770 1.647 1.587 1.527 1.497 1.661" 1.3172 0.000
Total Phosphorus (%) 3.537 3.314 3.174 3.152 3.124 3.105 3.234! 29182 0.000
Total Potassium (%) 2.704 2.427 2.412 2.388 2.370 2.360 2.443' 2.228? 0.002
Moisture (%) 61.39 56.47 48.31 39.63 28.60 18.54 42.155' 6.8302 0.000
Ash + 10% Lime (153 days)

Total Nitrogen (%) 1.820 1.643 1.550 1.477 1.413 1.377 1.547 1.290° 0.000
Total Phosphorus (%) 1.838 1.696 1.628 1.614 1.608 1.604 1.665° N/A 0.565
Total Potassium (%) 2.054 1.865 1.849 1.835 1.822 1.816 1.874° N/A 0.477
Moisture (%) 53.40 48.81 40.38 32.83 21.43 11.96 34.802 9.163° 0.000

"Model inputs for Scenario A (< 139 day storage without lime)
2Model inputs for Scenario C (181 day storage without lime)
3Model inputs for Scenario B (153 day storage with 10% lime)

https://doi.org/10.1371/journal.pntd.0006088.1004

and fertilizer costs; however, unless NPK fertilizer becomes significantly cheaper than the cost
of lime, the fertilizer scenarios maintain their ranking with regard to cost savings.

1200
20 -
15 - - 900
10 - - 600 -
-
?: - 300 g
4 5 - — Q)
=
0 - -0
A (65%) B (6:1 ratio) C (5:1 ratio) D
s N P
K mmmm [ertilizer cost (VND)/year
wanne | ower limit N === | ower limit P
— =] ower limit K

Fig 3. Nutrient content and annual cost of four fertilization scenarios utilizing human excreta and/or commercial
fertilizer in Vietnam. Nitrogen (N), phosphorus (P), potassium (K). Scenarios: A -Fresh human excreta (< 139 day storage)
supplemented with nitrogen; B—Composted human excreta (153 day storage with 10% lime) supplemented with NPK; (C)
Composted human excreta (181 day storage) supplemented with NPK; (D) Inorganic NPK fertilizer.

https://doi.org/10.1371/journal.pntd.0006088.g003
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Discussion

This study adds to current knowledge about the opportunities and risks associated with reus-
ing human excreta to fertilize rice plants in one region of Vietnam. Our finding that handling
fresh excreta increases the risk of STH infection in farmers (RR = 1.24, 95% CI: 1.13-1.37)
emphasizes the importance of adequately treating excreta to inactivate STH life stages. Fur-
thermore, the risk is not limited to farmers as fresh excreta reuse facilitates STH spread to
other commune residents, and ultimately to consumers, through food, water, and environ-
mental transmission routes. This practice is one factor contributing to the high prevalence of
A. lumbricoides (44.4%; N = 34 million), T. trichiura (23.1%; N = 17.6 million) and hookworm
(28.6%; N = 21.8 million) infections in Vietnam [23]. Our study did not assess healthcare costs
associated with STH prevention, treatment, or chronic disability. Individuals with low inten-
sity infections are often asymptomatic; however, those with high intensity infections can expe-
rience a variety of acute or chronic conditions (e.g. diarrhea, abdominal discomfort, anemia
and rectal prolapse) that reduce quality of life and may require costly medical interventions to
treat [4]. Long-term sequelae of chronic infections, such as impaired cognitive development
and growth faltering, can negatively impact lifelong earnings and contribute to the cycle of
poverty in low resource communities. Although our study showed that farmers using fresh
excreta benefitted from the largest cost-savings in fertilizer expenditure, the direct and indirect
societal costs incurred due to prolonged STH infection would likely outweigh these savings.

Despite laws that prohibit use of human excreta for agriculture in Vietnam, this practice
remains common among certain farming groups [24]. Human excreta is perceived as more
valuable than animal manure due to differences in dietary protein content, and it is believed to
improve soil structure more sustainably than inorganic fertilizers [9]. Although many farmers
compost excreta, WHO recommendations for hygienic composting are not commonly fol-
lowed, as farmers harvest multiple crops per year and are unwilling or unable to store excreta
for six months prior to use [5,6]. Some misperceptions about the reasons for safe composting
might influence farmer willingness to use fresh excreta. For example, focus group participants
in the RRD emphasized ease of application and benefits to soil structure, rather than the bene-
fits of composting to protect human health [1]. Our alternative to the WHO standard, com-
posting for 153 days with 10% lime to accelerate STH inactivation, was not a reasonable
alternative for farmers prioritizing cost savings. However, for farmers less concerned about
cost savings, the 10% lime compost strategy could be further accelerated to 111 days by adding
aeration to latrines, which would allow excreta to be safely handled at more frequent intervals
[7].

Human excreta use in crop agriculture was previously estimated to represent 83 million
USD in fertilizer import savings to the Vietnamese economy [6], which is one-fifth of the 2014
net expenditure on inorganic fertilizer importation (384 million USD) [25]. Our cost analysis
indicated that farmers could save 37,000-847,000 VND/yr (1.48-37.28 USD, $2017) [26] by
using human excreta. While these savings might appear low, they represent 1-22% of a farm-
er’s average annual income in the RRD [27]. Furthermore, the savings could represent a higher
percent of annual income in regions that are less fertile, where rice yields are lower, or in
remote locations where transportation challenges result in higher commercial fertilizer costs.
Another report, suggesting that household excreta traded on the domestic market could con-
tribute up to 15% of household income for those in the lowest income quintile, is in line with
our analysis [6]. Therefore, it is unlikely that low-income rural farmers would be willing to
universally replace organic fertilizers of human origin with inorganic commercial fertilizers.
This was previously demonstrated by farmers who were given non-composting latrines and
who ultimately broke the seals open to access the excreta [24].
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Our nutrient analysis of human excreta originating from the RRD and composted over
time demonstrated excreta to be an adequate organic source of phosphorus and potassium,
but not nitrogen, for plant growth. Therefore, all of the scenarios using human excreta (A-C)
required additional inorganic fertilizer in order to meet the recommendations for optimizing
rice yield. It is not clear how far outside Vietnam these results should be extrapolated as differ-
ences in dietary intake directly influence NPK excretion, and soil supplementation require-
ments vary regionally. Furthermore, our analysis was based on total excreta collected in a
double vault latrine, rather than waste separated into liquid and solid components, as occurs
in some other regions that use excreta. However, beyond the immediate economic and agricul-
tural gains to reusing excreta, there are global benefits to nutrient recycling. It is estimated that
the demand of phosphate rock will outweigh supply by the mid-21* century, which has impor-
tant consequences for food security as phosphorus is essential for plant growth [28]. As access
to a hygienic toilet (flush, pour flush, sulabh or double vault latrine) is still regionally variable
in Vietnam (61.6-96.7% of homes containing a latrine), an opportunity currently exists to
optimize nutrient recovery infrastructure in homes requiring sanitation upgrades [27].

Our systematic review and meta-analysis found a statistically significant higher risk of
infection with any STH among Vietnamese farmers who use human excreta, and highlighted
the limited volume of evidence to describe this association. Only four studies met our inclu-
sion criteria, despite searching academic and grey-literature sources in Vietnamese and
English. Of these, only three were included in meta-analysis due to poor reporting quality. Out
of a possible score of 13, two studies achieved a quality score of 50% or lower. Our findings
showed that studies often did not report descriptions of appropriate sample size determina-
tions, confounders controlled for, sample size for positive exposure and/or outcomes, as well
as risk estimates or associated p-values. However, aside from one study, all studies were from
the RRD study area, included participants of similar age and gender, and estimated exposure
and outcomes using similar methods. Each study had slightly different definitions for agricul-
tural use of human excreta, and therefore our meta-analysis included both individuals whose
primary occupation was rice farming, but also those who worked with human excreta in other
ways aside from direct field application. Inclusion of Yajima et al., 2009 in the meta-analyses of
both T. trichiura and A. lumbricoides produced significant heterogeneity in the estimates of
infection risk. This study had a small sample size and very low prevalence of STHs (i.e. one
case of A. lumbricoides detected), leading to low risk ratios and wide confidence intervals. The
study did not provide information on approaches used to measure or control for potential
confounders, further adding to the difficulty in interpretation of protective properties of
human excreta use in STH. Pooled results by STH type revealed the lowest risk for hookworm
infection, and significant variation in studies combined in meta-analysis for this outcome. It
was not possible to examine potential factors contributing to heterogeneity in hookworm risk
estimates due inclusion of only two studies in meta-analysis. Therefore, in order to better
understand factors influencing infection and to substantiate the limited body of evidence on
STH risk in the RRD of Vietnam, additional research employing high methodological rigour is
warranted.

Although our study attempts to represent the typical situation in the RRD, much of our
data comes from Ha Nam province exclusively which may differ in relevant ways from other
RRD provinces. The estimate of risk was limited by the number of estimates reported in the lit-
erature and we assumed that STH risk was equal in scenarios B-C. Human excreta was col-
lected from various households and mixed before analysis. Thus, results may not accurately
reflect the nutrient and moisture content of unmixed excreta if collected and analysed from
time of defecation. Costs related to the removal of excess human excreta, latrine construction
and maintenance, and personal safety equipment were not explored.
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Conclusions

Our study confirmed that human excreta is a significant and sustainable source of nutrients
needed for crop fertilization. Its use as agricultural fertilizer, a common practice in Vietnam,
offers direct benefits to rice farmers. Human health, agricultural productivity, household earn-
ings are optimized when farmers follow WHO standards for excreta use and government stan-
dards for crop fertilization; however current policies prohibit excreta use altogether and
therefore may need to be revisited. Furthermore, our results suggest that farmers and the Viet-
namese economy would benefit by forward thinking public health messaging promoting STH
prevention, such as safe excreta handling strategies, personal protective equipment (e.g. gloves
and boots) and regular anthelmintic prophylaxis, rather than an outright ban on excreta use.
This study highlights agricultural policies needing further attention, and demonstrates the
value of promoting research that provides innovative solutions for safely and economically
extracting nutrients from human excreta.
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10. DISCUSSION

The use of animal manure and human excreta has a benefit for agricultural production.
However, there are environmental and health risks associated with these practices. First, we
experimented on storing excreta and assessed the health, economic and environmental
impacts associated with the use of excreta for target intervention to ease these negative
effects (Chapter 4, 6 & 9). Second, we applied QMRA methodology to quantify the infection
risks of helminth and diarrhea related to pathogens in livestock waste and excreta use in
agriculture (Chapter 5, 6 & 7). Third, we applied a MFA approach to establishing
interconnections between the environmental sanitation and agricultural systems and
quantifying the discharge of nutrients N and P to the environment. In the Chapter 10, the
main findings of our investigations are summarized and discussed, and we will draw links
between methods used in this study to propose future integrative experimental studies,
microbial risk assessment and material flow analysis.
10.1 Ascaris lumbricoides egg die-off: Efficiency of treatment for safe use of human
excreta in agriculture

In Chapter 4, we set up 24 vaults in an experimental house for storage and study the
die-off of A. lumbricoides eggs and whether it is affected by storage time, additive materials,
temperature and aeration. The nutrient indexes of the samples were also evaluated. In our
experiment, the number of eggs in all vault options at 181st storage day was less than 1 egg
per gram of total solid excreta, and thus the fecal sludge met the World Health Organization
(WHO) safety limit for reuse in agriculture (World Health Organization 2006a). As reported,
the percentage of viable A. lumbricoides eggs decreased significantly in vault options which
has a high pH (5 and 10% lime) over 111 storage days (70.08 and 73.66% reduction,
respectively). Throughout the 181 storage days, the temperature of the vaults increased from
20.95 to 28.44 °C. During the first 13 storage days, the average temperature in all vaults was
higher than the room temperature (6 °C), which might be explained by activities of thermo-
bacteria. The values for temperatures within the vault and the room were the same after 13
storage days, and there were no significant differences in temperature among all vault
options. In this study, the temperatures within the vaults were lower than the temperature
range in many composting latrines in other studies (40-65 °C) (Anand and Apul 2014).
Hence, the effect of temperature on the die-off of A. lumbricoides eggs might be reduced in
our study.

The effect of low moisture conditions increased the rate of die-off of A. lumbricoides
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eggs in the current study. Hawksworth et al. (2010) found that at 30 °C and 100% relative
humidity (RH), viable Ascaris eggs were found after 58 days, and conversely, no viable eggs
were found at 0% RH (Hawksworth et al. 2010). In our study, as the RH decreased, the rate
of die-off of Ascaris eggs increased. However, the RH did not significantly affect the
percentage of viable A. lumbricoides eggs when vault options were compared because the
difference between them was not large (0-3%). The RH of vault options in this study were in
the same range as those in tropical climates with temperatures ranging from 20 to 30 ° C,
which yielded survival times of Ascaris eggs between 10 and 12 months (Strauss et al. 2003).

Storage time was the main factor explaining the significant decrease of the percentage
of viable eggs over 181 storage days. However, Gantzer et al. (2001) found that live
nematode eggs can exist after 6 months of storage (Gantzer et al. 2001).

There were 8 vault options including 4 with air pipe and 4 without air pipe designated.
Each vault options and air pipe had three replicates. The data showing the vault options V3jime
riceh, V 3lime riceh air, V4iime1okg @Nd V4iime1okg air reached the WHO standard at 111 days of excreta
storage. However, vault option V4iime1okg air Nad the best reliability for reducing egg counts
below the one egg per gram standard over the shortest time period. The largest reduction of
viable A. lumbricoides eggs occurred in vault options V4iime1okg and V4iime1okg air (With 10%
lime per total weight). However, vault option V4jime1okg air reached the WHO standard on the
111th storage day and far exceeded the recommendation of the Ministry of Health in Vietnam
to compost excreta for 180 days before using it for agriculture (Ministry of Health 2005a).

According to the WHO guidelines for the safe use of excreta and grey water in
agriculture, the least time for excreta storage is six months with alkaline treatment (pH>9),
temperature >35 °C and moisture <25% (World Health Organization 2006a). Excreta can
exceed pH 9 by the addition of lime or ash (e.g., 200-500 ml, or enough to cover each fresh
defecation). In our study, we mixed excreta with lime by the rate 10% lime per total solid.
The pH reached approximately 12 after 41 days, which exceeded WHO requirements for pH,
and then decreased to 8 on the 83rd day of storage. This helps to explain why the V4iime10kg air
vault option created a suitable egg reduction after only 4 months of storage. Therefore, our
study provides evidence on the helminth survival, the ideal combination of locally available
materials and excreta storage conditions that would yield the microbial safety in excreta.
10.2 Health risks associated with the use of human excreta and animal manure in

agriculture

Reuse and application of human excreta onto rice paddies as fertilizer is a common
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practice in northern Vietnam, where many farmers use single or double vault latrines, lack
access to wastewater infrastructure, and have variable access to commercial inorganic
fertilizers (Phuc et al. 2006). Using organic waste to fertilize fields has clear benefits for crop
yield (Takashi Asano 1998); however, this practice increases certain health risks for farmers
and consumers, such as infection by soil transmitted helminths (Ascaris lumbricoides,
Trichuris trichiura, and hookworm spp.,) (Centers for Disease Control and Prevention 2013a,
Pham-Duc et al. 2013) or some excreta related pathogen, such as E. coli, Cryptosporidium
and Giardia (World Health Organization 2006). They are all intestinal parasites that spread
between people when sanitation is inadequate or when good hygiene is not practiced (Centers
for Disease Control and Prevention 2013) and can survive in the environment long enough to
pose health risks (World Health Organization 2006a). People can be infected when they
accidentally ingest infectious eggs/(oocysts) bacteria or viruses during common excreta
handling, eat contaminated food due to the use of human excreta and animal manure in
agriculture or when their skin comes into contact with infectious larvae in contaminated soil.
These parasites are particularly prevalent in regions with warm, moist climates, and are
included in the category of tropical neglected diseases.

The risk of transmission of helminth infection with excreta during agricultural
practices is well known and has been described in many parts of the world. The practice is
frequent in Asia in general and rural Vietnam in particular. The risk of transmission and route
of intestinal parasitic infection in high risk areas are not well known, particularly, the
accidental ingestion of infectious eggs during common excreta handling. The result from the
quantitative estimation of involuntary excreta ingestion rates in farmers during agricultural
practices indicated that the average weight of excreta ingested per year was 91 mg (95% ClI:
73; 110) in Chapter 5. This result was lower than finding of 1.2mg/day — 245.5mg/day in
several studies that estimated soil ingestion for children and adults (Clausing P Fau -
Brunekreef, Brunekreef B Fau - van Wijnen, and van Wijnen 1987, Davis et al. 1990, Davis
and Mirick 2006, Wilson et al. 2013, Wilson et al. 2015) but higher than the estimates for a
study conducted by Phuc (2011) at 60mg/day (10mg/event with 6 event/year). It is noted that
our 5.16 hours exposure to excreta handling per year is much lower than another study done
by Davis and Mirck, 2006; where they found soil ingestion rate for adults in the range of 23-
625 mg/day with working time between 1-10 hours/day. Thus, the amount of excreta
ingestion varied widely in different study areas and may depend on the period of contact,

frequent contacts with irrigation practices might increase the risk of helminth infection. This
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is confirmed by a study in Hanoi which indicated that people who frequently had contact with
irrigation water throughout the year rather than seasonally had a higher risk of infection with
T. trichura (Trang et al. 2007). Furthermore, we observed the frequency of hand to the mouth
touching from 0-11 times per year in our study which is also mentioned in another study in
Ghana (Antwi-Agyei et al. 2016). The practice will play an important role in the helminth
infection as it may decrease the accidental ingestion volume of excreta due to its low
frequency.

An important result of our study was that adequate treatment of human excreta before
use as fertilizer (storage of longer than 3.2 months with the addition of 10% lime per total
solid) could decrease the disease burden to 0 (Chapter 6). This finding indicated that safe
composting of human excreta should be intensively promoted in agricultural settings with
recommendation of no shorter than 3 months of composting. Our result is comparable with
study done by Jensen et al. 2009, where they indicated an approximate compost duration of
3-4 months under the condition of high pH and low moisture could provide a safe compost
product for application in the field (Jensen et al. 2009a).

Among exposures, we identified the exposure to livestock waste (Chapter 7) as
important risk factors for diarrheal episodes. Our study demonstrated that the annual diarrhea
risk caused by exposure to biogas effluent through irrigation activities ranged from 17.4 to
21.2% (E. coli 157:H7), 1.0 to 2.3% (G. lamblia) and 0.2 to 0.5% (C. parvum). The annual
diarrhea risks in our study was below the diarrheal diseases incidence per person per year
(0.4-0.6) among those aged above 5 years in developing countries in 2000 (WHO guidelines
for the safe use of wastewater, excreta and grey water). However, in comparison with the
WHO reference level (10-%) of waterborne disease from drinking water, the annual diarrhea
risks in our study were much greater (WHO, 2006). In fact, the quality of biogas effluent can
explain the observed differences from country to country. Indeed, several studies in India,
Tanzania, Nepal and Lesotho showed that the quality of the effluent did not meet the
requirement for use as fertilizer or discharge into receiving water bodies, however people still
used the effluent for irrigation and/or discharge into the surface waters (Vogeli et al. 2014).
10.3 Economic benefit of human excreta

Reuse of human excreta for fertilizer is a common practice in many low to middle
income countries because farmers require a low-cost source of nutrients to grow food crops
eaten by people and animals. We investigated the cost-savings where farmers used either

inorganic fertilizer or fresh/composted human excreta supplemented by inorganic fertilizer to
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meet the nutrient requirements of rice paddies in the Red River Delta, Vietnam (Chapter 9).

In fact, the use of human excreta for agriculture remains common among certain
farming groups (Jensen et al. 2005b). Human excreta is perceived as more valuable than
animal manure due to differences in dietary protein content, and it is believed to improve soil
structure more sustainably than inorganic fertilizers (Jensen et al. 2008). Although many
farmers compost excreta, WHO recommendations for hygienic composting are not
commonly followed, as farmers harvest multiple crops per year and are unwilling or unable
to store excreta for six months prior to use (World Health Organization 2006a, Jensen et al.
2008). Some misperceptions about the reasons for safe composting might influence farmer
willingness to use fresh excreta. For example, focus group participants in the Red River Delta
emphasized ease of application and benefits to soil structure, rather than the benefits of
composting to protect human health (Phuc et al. 2006). Our alternative to the WHO standard,
composting for 153 days with 10% lime to accelerate soil-transmitted helminth inactivation,
was not a reasonable alternative for farmers prioritizing cost savings. However, for farmers
less concerned about cost savings, the 10% lime compost strategy could be further
accelerated to 111 days by adding aeration to latrines, which would allow excreta to be safely
handled at more frequent intervals (Vu-Van et al. 2016).

Human excreta use in crop agriculture was previously estimated to represent 83
million USD in fertilizer import savings to the Vietnamese economy (Jensen, Phuc, and West
2010), which is one-fifth of the 2014 net expenditure on inorganic fertilizer importation (384
million USD) (FPT Securities 2007). Our cost analysis indicated that farmers could save
37,000-847,000 VND/yr (1.48-37.28 USD, $2017) (Vietcombank 2016) by using human
excreta. While these savings might appear low, they represent 1-22% of a farmer’s average
annual income in the Red River Delta (General Statistics Office of Viet Nam 2016).
Furthermore, the savings could represent a higher percent of annual income in regions that
are less fertile, where rice yields are lower, or in remote locations where transportation
challenges result in higher commercial fertilizer costs. Another report, suggesting that
household excreta traded on the domestic market could contribute up to 15% of household
income for those in the lowest income quintile, is in line with our analysis (Jensen, Phuc, and
West 2010). Therefore, it is unlikely that low-income rural farmers would be willing to
universally replace organic fertilizers of human origin with inorganic commercial fertilizers.
This was previously demonstrated by farmers who were given non-composting latrines and

who ultimately broke the seals open to access the excreta (Jensen et al. 2005a).
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The nutrient analysis of human excreta originating from the Red River Delta and
compost over time demonstrated excreta to be an adequate organic source of phosphorus and
potassium, but not nitrogen, for plant growth. Therefore, using human excreta required
additional inorganic fertilizer in order to meet the recommendations for optimizing rice yield.
It is not clear how far outside Vietnam these results should be extrapolated as differences in
dietary intake directly influence NPK excretion, and soil supplementation requirements vary
regionally. Furthermore, our analysis was based on total excreta collected in a double vault
latrine, rather than waste separated into liquid and solid components, as occurs in some other
regions that use excreta. However, beyond the immediate economic and agricultural gains to
reusing excreta, there are global benefits to nutrient recycling. It is estimated that the demand
of phosphate rock will outweigh supply by the mid-21% century, which has important
consequences for food security as phosphorus is essential for plant growth (Cordell, Drangert,
and White 2009). As access to a hygienic toilet (flush, pour flush, sulabh or double vault
latrine) is still regionally variable in Vietnam (61.6-96.7% of homes containing a latrine), an
opportunity currently exists to optimize nutrient recovery infrastructure in homes requiring
sanitation upgrades (General Statistics Office of Viet Nam 2016)

Our study confirmed that human excreta is a significant and sustainable source of
nutrients needed for crop fertilization. Its use as agricultural fertilizer, a common practice in
Vietnam, offers direct benefits to rice farmers. Human health, agricultural productivity,
household earnings are optimized when farmers follow WHO standards for excreta use and
government standards for crop fertilization. The study highlights agricultural policies needing
further attention and demonstrates the value of promoting research that provides innovative
solutions for safely and economically extracting nutrients from human excreta.

10.4 Environmental impact of (human excreta and animal manure use in agriculture

In the Chapter 8, an adapted Material Flow Analysis (MFA) has been applied to
assess the environmental impact of human activities on nutrient flows at the commune scale.
The quality of the MFA system showing the values (ton/year) of nitrogen, phosphorus flows,
respectively, in the environmental sanitation system and agricultural system in Hoang Tay
commune, Ha Nam province, Vietnam. There were nine processes in the MFA system,
divided in three main groups: the environmental sanitation system (biogas, septic tank, pit
latrine, and drainage), the agricultural system (fishpond and paddy), and livestock (pig and
poultry). The main source of nutrient N and P inputs to the system are chemical fertilizer and

commercial feed for animals. In addition, the major nutrient N and P source affecting surface
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water (Nhue river) and the agricultural system (fishpond and paddy) in Hoang Tay originates
from human excreta (through the discharge of wastewater of on-site sanitation) and animal
manure (through pig and poultry processes).

The environmental impacts of agricultural activities were assessed through the
interactions of livestock (pig and poultry) with the environmental sanitation system (biogas,
septic tank, pit latrine, and drainage) and the agricultural system (fishpond, paddy). There
were four sources of nitrogen to the atmosphere: pig, poultry, fishpond, and paddy processes.
There was 64 + 12 ton N/year from agricultural and livestock systems in Hoang Tay
commune emitted to the air, through manure and chemical fertilizers applied. Among those
four processes in the agricultural and livestock system, nitrogen originating from the paddy
fields was the largest source (37 + 8 ton N/year), contributing to 58% of total nitrogen lost to
the air. The second largest source was nitrogen in manure from pig process (15 =4 ton
N/year). Thus, 29 and 19% of nitrogen inputs into paddy and pig processes were lost to the
air, respectively. On the other hand, nitrogen lost from poultry production contributed less to
total N lost to the air, but it was 17% of all N inputs into this process.

Fishpond, paddy, and drainage processes were the main sources of nutrients
discharged to the Nhue River. There were 57+9 ton N and 29+6 ton P discharged to the river
every year. Drainage was the largest source of nitrogen (46%), but paddy fields were the
largest sources of phosphorous discharged to the river (55%). In addition, there were 7 + 0.9
ton N and 12 + 4 ton P discharged from paddy to soil/groundwater annually.

Our results demonstrated that nutrients in the manure and excreta have not yet been
effectively reused in the agricultural system, and also have the potential to pollute the
surrounding environments. The MFA results identified the critical control sources of nutrients
in Hoang Tay commune, which included the overuse of chemical fertilizers in paddy fields,
uncontrolled effluent from the environmental sanitation system, and insufficient management
of pig manure. Consequently, options for nutrient resource management were proposed, such
as reducing half of chemical fertilizers applied and reusing all excreta and manure in the
paddy fields. However, sustainable sanitation must consider the potential health impacts of
applying manure. Therefore, pretreating manure, through composting for example, should be
done carefully at the household level. In short, applying MFA as a part of environmental
sanitation planning allows decision makers to identify potential problems and simulate the

impact of mitigation measures on resource consumption and environmental pollution.
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10.5 Strengths and limitations of the studies

10.5.1. Strengths

The main strength of this thesis relies on an integrated approach to understanding the
complex issue of excreta in Vietham from multiple perspectives such as biological, health,
environmental and economic. This work was built up from the conceptual framework
developed by our group on an integrated assessment of environmental sanitation and health
(Nguyen-Viet et al. 2009) which was tested and validated in different contexts.

First, the PhD work could provide new understanding on how helminth eggs die-off varied in
different options of excreta storages that are both currently applied by local farmers or
proposed by the research team in under in situ conditions. This experiment was very
laborious and required extensive follow-ups both in setting up and analyses of data to
generate locally new information on helminth behaviour in Southeast Asia (Vu-Van et al.
2016). Much of the information was dated ranging from 1970s and 1980s in Africa and Latin
America in (Richard et al. 1983). The data in Vietnam can help modify the current
regulations on excreta management that suggest 6 months of composting whereas our data
suggest 115 days with the proposed option to meet the standard of MOH at 1 helminth egg/
gram of excreta (Vu-Van et al. 2016).

Second, our study generated empirical data on human exposure to excreta when handling
excreta for reuse in agriculture. The innovation of the study was the combination of field
observation coupled with experiment in the laboratory and modelling to quantitatively
estimate the voluntary excreta ingestion by farmers. This is particularly novel in Vietnam,
and complements similar data produced in the USA, although the studies from the USA may
not be relevant to developing countries in risk assessment.

Finally, the environmental and economic study of excreta management and reuse could
provide insight on the environmental impact of excreta management and financial saving if
excreta is used according to scenarios of treatment from our studies. From a methods point of
view, this analysis was very daring in the context of environmental sanitation and health
research in developing countries.

10.5.2. Limitations

Our studies have several limitations. First, our studies could not conclusively conclude on the
balance of minimizing the health impact versus the economic benefit of excreta management.
Indeed, there is an economic benefit of excreta reuse as compared to chemical fertilizers but

our cost savings analysis did not include the health savings through the prevention of human
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diseases. This will offer new direction for future work in the area of cost of illnesses related
to sanitation. Such a study was successfully applied to estimate healthcare costs caused by
food borne diseases/ illness (Hoang et al. 2015).

In the study of human exposure to excreta, we estimated excreta ingestion only in farmers
using excreta in agriculture, but not in farmers who do not directly use excreta but may
encounter it during other farming activities and accidently ingest excreta. The approach we
used to estimate excreta ingestion depends on several underlying assumptions. Firstly, it
assumed that when farmers work with excreta, or applied it on the field, they may routinely
touch excreta with their bare hands; our results found 75% of farmers did this with only 25%
wearing gloves. A second assumption was that these farmers may then touch their mouths
during work; thus, farmers may directly ingest excreta remaining on their hands. Thirdly, it
assumed that as the time working with excreta increases, the amount of excreta ingestion also
increases. Part of the variability observed in our study might be explained by the composition

of the study populations.
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11. CONCLUSIONS AND PERSPECTIVES

11.1. Conclusion
This thesis work presented the estimation of involuntary excreta ingestion rates in farmers
during agricultural practices in Vietnam in Chapter 5. The results showed that farmers
involuntarily ingest an annual average weight of 91 mg. In Chapter 4 the retention time of
A. lumbricoides eggs were indicated. Egg die-off occurred after more than 3 months of
storage with added 10% lime per total weight, or after at least 6 months storage days without
any added matter. These die-off times already reached the WHO standard for safe reuse of
excreta, less than 1 egg/gram total solid material. We applied QMRA to estimate the burden
of A. lumbricoides infection associated with the handling and use of human excreta in
agriculture. The burden was 0 if farmers treated excreta that had been stored more than 3
months with 10% of lime per total weight or if farmers simply waited for 6 months, with no
added lime. In Chapter 7, the risk of diarrhea through exposure to livestock waste, or reuse of
biogas effluent for irrigation was examined. The findings showed that the single and annual
risks of diarrhea caused by E. coli, G. lamblia and C. parvum in the aforementioned activities
were relatively high.
Furthermore, this thesis also identified the critical control sources of nutrients in the study
site, where chemical fertilizers were overused in paddy fields, effluent from the
environmental sanitation system was uncontrolled, and management of pig manure was
insufficient. Human excreta was distributed to all three types of on-site sanitation processing
(biogas, septic tank, and pit latrine) but more than half of it went to pit latrines. The results
proposed to reduce half of chemical fertilizers used, and to reuse all excreta and manure in
the paddy fields. Finally, our study confirmed that human excreta is a significant and
sustainable source of nutrients needed for crop fertilization. Our studies show that in order to
optimize the human health, economic and nutrient benefits, farmers should follow WHO
guidelines for excreta use in agriculture. Vietnamese Government policies on the use of
excreta are out of date and need to be reviewed.

11.2. Perspectives and research needs

11.2.1. Adapting human excreta treatment process
Our results indicated that human excreta and animal manure are commonly

composted and used in agriculture. Meanwhile, a large amount of animal manure is either
deposited into a biogas digester, with the sludge product to be used on paddy fields or is
released into fish ponds or public rivers for fish farming. Besides the undeniable benefits of
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reusing human and animal waste by both aerobic and anaerobic digestions, (e.g., soil
improvement with high nutrients, reduce agricultural input from chemical fertilizers, being a
source of energy, avoid burning fossil fuel or wood and reduce deforestation, cost saving
etc.), it is worth mentioning important environmental health concerns related to waste reuse,
such as emissions to air (e.g. methane, ammonia and nitrous oxide) and water pollution
through the mechanism of leaching. Disease risk to the general public is also a matter of
concern. Hence, health economic analysis and evaluation are important tools in helping
policy makers understand the balance between acceptable health risks and nutrient and
economic benefits. It is also necessary to develop guidelines on the treatment of human
excreta and animal manure before they are used in agriculture.

11.2.2. Process for estimation of excreta ingestion during excreta handling in

agricultural practices

To our best knowledge, this is the first study being conducted to estimate the excreta
unintentionally ingested during the handling of excreta in agriculture practices. However, it is
necessary to conduct future research with other objects, time of exposure (frequencies and
seasons) and different exposure places to verify and generate results for different context. In
addition, the results of quantitative microbial risk assessments usually over or under estimate
the actual risks. Thus, the results obtained in this study from the exposure assessment will
ensure the results of QMRA will be close to those that would be obtained from
epidemiological studies.

11.2.3. Applying One Health/Ecohealth approach to optimize the benefits of human

excreta

The study shows that minimizing health risks and maximizing nutrient and economic
benefits of human excreta should be based on inter-sectoral collaboration and
transdisciplinary research. In the case of optimization of human excreta use in agriculture, a
single sector will not have the specific expertise and skills required to implement effective
and sustainable programs. Therefore, the emphasis should be on creating an interdisciplinary
research team that would support and accommodate the different health, economic, nutrient,
societal and environmental priorities.

Agricultural intensification can bring economic benefits; however, the practice may
have harmful consequences for human health and the environment. In order to develop
sustainable agriculture for the long term, all three dimensions (the environment, human

health, and economic benefit/production levels) need to be addressed in a balanced and
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integrated way, with due regard given to meeting both present as well as future needs. The
three dimensions should thus be seen as mutually enforcing, interdependent entities of
sustainability. This is an approach to secure the necessary resources for safeguarding global
food production, biodiversity reserves, recreation needs, water quality, well developed rural
areas and wildlife areas. It can also be an effective means of poverty reduction as well as a
way of mitigating climate change. The approach is also about ethical treatment and animal
welfare, as well as ensuring the quality of food and feed. In other words, to be effective,
similar studies in the future should apply transdisciplinary approach and represent a new
holistic outlook on the ecosystem health and the development of sustainable agriculture.
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ANNEXES

ANNEX 1. Questionnaire, Informed consent and Pictures

Informed consent for the study of recording video clips regard to handling
excreta in agriculture.
PHIEU CAM KET CUA HOQ GIA PINH THAM GIA NGHIEN CUU

Puoc su cho phép cia B Y té, su chép thuan cta S¢ Y té tinh Ha Nam. Truong
Dai hoc Y té Cong Cong phdi hop voi Trung tdm Y té huyén Kim Bang, Uy ban nhan
dan, Tram Y té x4 Hoang T4y tién hanh trién khai thyc hién dé 4n “Xac dinh nguy co
strc khoe lién quan dén qua trinh sit dung phin ngudi trong san xuat néng nghiép
tai xa Hoang Tay”.

Su tham gia ciia gia dinh anh/chi vao dé an nghién ctru s& gop phan quan trong
vao viéc phong chdng dich bénh, nang cao strc khoe ngudi dan, gop phan vao viéc phat
trién kinh té ho gia dinh.

Chung toi, can bd nhom nghién ctru phdi hop chit ché voi Trung tam Y té
huyén Kim Bang, Uy ban nhan dan, Tram Y té xa Hoang Tay va cac ho gia dinh duoc
chon tién hanh quan sat va luu lai hinh anh qué trinh st dung phan nguoi trong san xuat
ndéng nghiép dé phuc vu cong tac nghién ciru.

Dé nghi ho gia dinh giit lai phan trong hd xi tir ngay 01/7/2012 dén ngay
15/8/2012 va tham gia mot trong cac hoat dong sau: 1y phan tir nha vé sinh (hé xi) ra
ngoai, u phan, tron phan véi chit don, van chuyén phan ra ngoai déng rudng, bon phan
ngoai déng rudng.

Kinh mong nhan duoc sy quan tim hop tac ctia hd gia dinh anh/chi dé dé an dat
két qua cao.

Xin chan thanh cam on!

Kim Bing, ngay thang 07 nam 2012
XAC NHAN XAC NHAN HOQ GIA PINH
UY BAN NHAN DAN TRAM Y TE XA
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Questionnaire for recording 52 video clips of farmers handling excreta in agriculture.
Phu luc 1: Cau héi phéng van

1. PV Ho tén cha ho

1.2 CRONG: e, Tuot........
L2, VO Tuoi........
2.PV biachi: Xom:................... XA
3.PV Diénthoais.....cooiii

4.PV Sb nguoi thuong xuyén sir dung nha vé sinh:

5. PV Loai nha vé sinh

5.1. Mot ngan: 1. C6 tach nudc tiéu 2. Khong tach nude ticu
5.2. Hai ngan 1. C6 tach nudc tiéu 2. Khdng tach nudc tiéu

6. PV Sau mdi lén‘di v¢ sinh, anh/chi co thém chat don gi?.........ccoooee...... Néu c6 thi mdi mot 1an
khoang bao nhi€u (udc tinh theo thé tich cta bat).....................

7. PV S0 lan lay phéan ra khéi nha vé sinh:......... /nam

8. PV Thoi gian mdi lan 1Ay phan:.................ccoooeeeeiiiiinnn,

9. PV Thoi diém ldy phan gin nhét:..........thang........ tuan. .....ngay

10. PV Bao nhiéu nguoi tham gia lay phan?
11. PV Ai 1 nguoi tham gia 1y phan1. Nam 2 Nt
12. PVPhan duocutai dau............cooeiiiiiiiii i

13. PV Khi 0 ¢6 tron thém chat don nao khac khong?

14. PV Thoi glan U phan.........coooiiiiiiiiiiiiiiee
15. PV Bao nhi€u nguoi tham gia u phan?........ccccceeeeciveinieecieeeenen,
16. PV Ai la nguoi tham gia u phan 1. Nam 2. Nu

17. PV Phan duogc bon cho ciy trong git..........oeevueeeeeeeeeieeeei

18. PV Van chuyén phén ra dong bang phuong tién
4

19. PV Khi véan chuyén thi phan da dugc G bao 1u?.........ccccceveveeeerceernnne.
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20.
21.
22.

23.

24.

25.

26.

PV Bao nhiéu ngudi tham gia vAn chuy@n?..........ccocevvevvvevveeseseeenen,
PV Ai 1a nguoi tham gia van chuyén? 1. Nam 2. Nir
PV Mdi 1an van chuyén phan hét bao nhiéu lau?

PV Khi bon phan cho dong ruéng/cay trong thi phan di dugc G bao nhiéu
AU .o,

PV Thoi gian mét 1an bon phén 13 bao nhiéu
LU .

PV Bao nhiéu nguoi tham gia bon
PRANT....eece e

PV Ai la nguoi tham gia bon phan? 1. Nam 2. Nu

Phu luc 2: Phiéu quan sat nguoi dan Iy phan tir nha vé sinh

1. LP S nguoi tham gias...................... ( Néu ¢6 2 ngudi tro 1én thi cac thong tin quan sat

tiép theo can phai quan sat va ghi lai cu thé cho ting ngudi mot).

2. LP Ai la nguoi tham gia? 1. Nam 2. Nu

3. LP Béo h¢ lao dong sur dung

3.2.2. Khdng
3.3. Su dung gang tay:

3.3.2. Khong
3.4. Sir dung khau trang

3.4.2. Khbng
3.5. Str dung kinh:

3.5.2. Khong
3.6. Su dung mii:

3.6.2. Khbng

4.LP Dung cu lao dong sir dung lay phan

4.1. Cubc:
4.2. Xéng:
4.3. Cao:
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4.4. Dung cu khéc:
5.LP D4 vat chita phan:

5.1. Bao tai:

5.2. Thung:

5.3. Do vat khac:

6. LP Lam viéc lién quan téi phan nguoi:

7.LP Quan sat dic diém cta phan:

7.1. C6 chét don: 1.Tro 2. Tro 3. Tréu 4. Khac:
7.2. D6 am: 1. Khd 2. UGt 3. Am
7.3. C6 mui hoi khéng: 1.Co 2. Khéng
7.4. C6 rudi bay xung quanh khong? 1.Co 2. Khong
7.5. Co gia suc, gia cam & gan d6 khong? 1.Co 2. Khong
8. LP Hoat dong sau lay phan
8.1. Thay quan a0 1. C6 2. Khong
8.2. Rira tay xa phong 1.C6 2. Khong
Phu luc 3: Phiéu quan sat ngwoi dan @ phan
1. UP S6 ngudi tham gia:..........cccvvvnen. ( Néu c6 2 nguoi tré 1én thi cac thong tin quan sat

tiép theo cAn phai quan sat va ghi lai cu thé cho tirng ngudi mot).

2. UP Ai la nguoi tham gia? 1. Nam 2. Nu
3. UP Bdo hg lao dong sur dung

321 Co:Loaiung:.....ccovvviiiiiiiiiiiiiiiieieieae
3.2.2. Khbng

3.3. Su dung gang tay:
3.3.1. Coé:Loai gdngtay:......oovvviiiiiniiiinninnnnnn..
3.3.2. Khong

3.4. Str dung khau trang :
3.4.1. Co: Loai khautrang :...........ccoeevvueeennnn....
3.4.2. Khbng

3.5. Str dung kinh:
35.1. Cé:Loaikinh .. ...,
3.5.2. Khong

3.6. Su dung mii:
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3.6.2. Khong
4.UP Paohdu: 1. C6 2. Khong
5.UP Chat liéu ho
5.1. Bang dat
5.2. Bang xi ming
5.3. Khac:
6. UP Dung cu lao dong sir dung dé ¢ phan:
6.1. Cudc:
6.2. Xéng:
6.3. Cao:
6.4. Dung cu khéc:
7. UP Do vat chira phan:

7.1. Bao tai:
7.2. Thang:
7.3. D4 vat khac:
8. UP Thoi gian u phén tir:........ hooo..... dén......... Dl
9. UP Quan sat dic diém cia phan:
9.1. D§ am: 1. Kho 2. U6t 3. Am
9.2. C6 mui héi khéng: 1.Co 2. Khong
9.3. C6 rudi bay xung quanh khong? 1.Co 2. Khong
9.4. C6 gia stc, gia cam ¢ gan d6 khong? 1.C6 2. Khong
10. UP Cham tay lén mat:
10.1. S6 1an quyét md hoi bang cang tay:.............ceeevueevenn.n.
10.2. S6 1an cham vao mit bang ban tay:........c..coocoevevvererrrnnnnn.
11. UP Hoat dong sau u phan
11.1. Thay quan 40 1.C6 2. Khong
11.2. Rura tay xa phong 1.Co 2. Khong
Phu luc 4: Phiéu quan sat nguoi dan van chuyén phan ra dong
1. VC S6 nguoi tham gias...................... ( Néu c6 2 ngudi tro 1én thi cac thong tin quan sat

tiép theo can phai quan sat va ghi lai cu thé cho tig ngudi mot).

2.VC Ai la nguoi tham gia? 1. Nam 2. Nu
3. VC Bado hd lao dong st dung:

3.2.2. Khbng
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3.3. Str dung gang tay:

3.3.2. Khong
3.4. Str dung khau trang :

3.4.2. Khong
3.5. Str dung kinh:

3.5.2. Khong
3.6. Su dung mii:

3.6.2. Khong
4.VC D6 vit chira phén:
4.1. Bao tai:
4.2. Thang:
4.3. B vat khac:
5.VC Cach van chuyén phan:
5.1. Quang ganh
5.2. Xe cai tién
5.3. Xe may
6. VC Thoi gian van chuyén phan:

7.VC Quan sat dic diém cua phan:

7.1. C6 chat don: 1.Tro 2. Tro 3. Trau 4. Khac:
7.2. DY am: 1. Kho 2. U6t 3. Am
7.3. C6 mui héi khong: 1.Co 2. Khong
7.4. Co rudi bay xung quanh khong? 1.Co 2. Khong

8. VC Hoat dong sau van chuyén phan:
8.1. Thay quan 4o 1.Co 2. Khong
8.2. Rura tay xa phong 1.Co 2. Khoéng

Phu luc 5: Phiéu quan sat ngwdi din bén phén

1. BP S nguoi tham gia:.................... (qNé'u cO 2 ngudi trd lén thi cac thong tin quan sat
tiép theo can phai quan sat va ghi lai cu thé cho tirng ngudi mot).
2. BP Ai la nguoi tham gia? 1. Nam 2. Nu

3. BP  Béo h¢ lao dong sur dung
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3.2.2. Khong
3.3. Str dung gang tay:

3.3.2. Khong
3.4. Str dung khau trang :

3.4.2. Khong
3.5. Str dung kinh:

3.5.2. Khong
3.6. Su dung mii:

3.6.2. Khong
4. BP Dung cu lao dong su dung bon phén
4.1. Cudc:
4.2. Xéng:
4.3. Cao:
4.4. Dung cu khac:
5.BP Do vat chira phan:
5.1. Bao tai:
5.2. Thing:
5.3. P4 vat khac:
6. BP Thoi gian bon phan:

7.BP Quan sat dic diém cua phan:

7.1. C6 chét don: 1.Tro 2. Tro 3. Trau 4. Khac:
7.2. D6 am: 1. Khd 2. UGt 3. Am
7.3. C6 mui hdi khéng: 1.Co 2. Khong

7.4. C6 rudi bay xung quanh khong? 1.Co 2. Khong

7.5. Co gia stc, gia cam & gan d6 khong? 1.Co 2. Khong

8. BP Hoat dong sau bén phan

8.1. Thay quan 4o 1.Co 2. Khong
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8.2. Rira tay xa phong 1.Co 2. Khéng
Informed consent for the exposure study regard to handling human excreta

and manure in agriculture

GIAY PONG Y THAM GIA NGHIEN CUU

CHUONG TRINH CONG CU PANH GIA NGUY CO SUC KHOE MOI TRUONG
TONG HQOP TRONG QUAN LY CHAT THAI TU CON NGUOI VA PONG VAT TAI
VIET NAM

Xin hay doc ky cac thong tin trong Gidy dong y nay trieéc khi anh/chi déng y tham gia nghién
Cuu nay.

Muc tiéu cia nghién cau

Day 1a mot cudc didu tra do Hoi Y té cong cong Viét Nam phdi hop voi Tram Y té xi Hoang
Tay t6 chtrc. Piéu tra ndy nham thu thip nhiing thong tin ¢ lién quan dén thuc hanh cua nguoi
dan x4 Hoang Tay, tinh Ha Nam trong viéc xir Iy va tai sir dung ngudn phan dong vat trong chin
nudi (phan lon, ga, vit, ngan, ngdng v.v...) va phan nguoi ctia nhitng ho gia dinh. Nhitng thong
tin thu thap duoc sé giup Hoi YTCC Viét Nam danh gia thuc trang quan ly va sir dung phan
dong vat va phan nguoi tai xa cling nhu nhitng nguy co anh hudng t6i strc khoe nguoi dan tur
nguon chat thai nay.Nhing thong tin c¢6 dugc s& chi dugc str dung cho muc dich nghién cuu.

Thai gian tham gia

Téng thai gian caa cudc phong van kéo dai khoang 30 phut.

Tw nguyén tham gia vao nghién cau

Sy tham gia vao nghién cau nay la hoan toan tu nguyén. Anh/chi hoan toan c6 thé tir chdi tham
gia phong van ma khong gap phai tré ngai va khong cé bat ctr anh huong nao dén ban than
anh/chi. Anh/chi thdng bao véi ngudi phong van riang anh/chi khdng muén tham gia nixa va
khéng can néu Iy do.

Pbia chi lién hé

Néu anh/chi c6 cau hoi gi vé nghién ctru nay xin lién hé véi: Bac si Lé Van Tuan — Tram trudng
Tram y té xd Hoang Tay - Dién thoai :0986609902. Hoi Y té Cong cong Viét Nam — 138 Giang
V0 — Ba Dinh — Ha Noi - Dién thoai:0437368065

Sw chap thuan tham gia nghién ciru: Téi da dwoc giai thich mdt cach day da va ré rang vé
muc dich ciia nghién ciru va tdi dong y tham gia vao nghién ciru nay. Téi nhan thire dwoc
riang toi cé thé tir chdi tham gia ma khong cé bat ky anh hwéng gi véi ban than.

Chir ky nguoi tham gia nghién cuu Ngay

Chir ky diéu tra vién Ngay
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BO CAU HOI PHONG VAN CA NHAN

(Nguoi phong vén sé héi chii hg gia dinh hodc nguoi 16n tir 15 — 65 tusi, ngueoi ma biét rd cac
thong tin lién quan dén céc cau hdi trong bg cau hai nay)

Diéu tra vién gioi thiéu thong tin vé ban than (tén ho, noi dang cong tac)

Giéi thiéu vé nghién ctru va bd cau hoi:

Pay 1a mot cude diéu tra do Hoi Y té cong cong Viét Nam phdi hop véi Tram Y té xa
Hoang Tay t6 chirc. Diéu tra ndy nham thu thap nhiing thong tin c6 lién quan dén thuc
hanh ctia nguoi dan x3 Hoang Tay, tinh Ha Nam trong viée xtr Iy va tai sit dung ngudn
phan dong vt trong chin nudi (phan lon, ga, vit, ngan, ngdng v.v...) va phan nguoi
cua nhirng hd gia dinh. Nhitng thong tin thu thap dugc s€ giap Ho1 YTCC Viét Nam

danh gia thuc trang quan 1y va str dung phan dong vat va phan nguoi tai xa cling nhu
nhitng nguy co anh hudng téi sitc khoe nguoi dan tir nguon chat thai nay. Nhitng thong
tin c6 dugc s€ chi dugc st dung cho muc dich nghién ctru. Viéc phong van s& duoc
tién hanh trong khoang thoi gian tir 20 — 30 phdt.

R4t mong duoc sy hop tac cia Anh/chi.

héa bing sb.

Chuy:

1. Tiéu chudn lwa chon déi twong:
Chon ho gia dinh: theo danh sdach h¢ gia dinh
Chon doi twong diéu tra: Ngwoi thwong thuwc hién vigc xiv Iy phin dong vit trong qud
trinh chdn nuéi hodc phan ngwoi tiv cdc hé xi 1 hodic 2 ngén 16 dén 60 tuoi, cé kha
néng trd 1oi cdc cdu héi ciia diéu tra vién.

2. Thay thé doi tiwong: Trong trirong hop khong gdp, khong c6 nha, khéng dong y tra loi hogc

khong c6 kha néng tra loi: chon doi tiwrong nha lién ké bén tay phai cia hg gia dinh dé)

Ngay phong van: / / 2012 (ngay/thang/ndm)

Ho tén ngudi phong van:

Mi s6 ho gia dinh (Dua trén s6 thu ty ghi trong danh sach ho gia dinh do nghién
ctru da chon ra)

Tinh: Ha Nam Huyén: Kim Bang Xa: Hoang Tay Thon (xom):

Sy tham gia phong vén: []cé [ ]khong

Néu khong, 1y do tai sa0? , o
[ ] Vang nha (sau 3 lan dén tham)
[ ] Ly do khéc (ghi rd)
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PHAN 1. THONG TIN CO BAN

Q.101. Ho tén nguwdi tra 16i phéng vén:
Tudi (nim dwong lich) Gidi: (1.Nam, 2.NiY)
Q.102. Quan hé véi chit h (1.Chu ho, 2.Vo(chdng), 3.BS(me), 4.0ng(ba), 5.Con)

Q.103. Nghé nghiép: (1.Lam nong nghiép, 2.Budn ban, 3. Nghé thu cong, 4.Cong nhén,

Q.104. Trinh d9 hoc van: 1. CépI 2.Cip II 3. Cap III 4. Cap III
tré 1én 5. KhaC:...oov i

Q.105. Téng sé nguoi trong hd gia dinh bao gom nhitng ngueoi séng cing trong nha va dan
chung trong vong 3 thang qua....................... nguoi

Q.107. Song & xa Hoang Tay bao nhiéu nim rdi?........cceeeerreruenee nam

Q.108. Gia dinh ta cé nhirng loai tai san sau day khong va s lwong tirng tai san? (Cau héi

nhiéu lya chon, PTV doc cic tinh hudng tra 101 va ghi s6 lwong bén canh)

Tai san S6 lwong Tai san S6 lwong
1] Ot 13
2 | Xemay 14
3| Tivi 15 Ga
4 | Pau dia (VCD, DVD) 16 | Vit
5| bai 17 Ngan
6| Tulanh 18 Ngdng

. _ May phuc vu sx nong
Piéu hoa nhiét do

7 19 | nghi¢p
8 | Co Radio, cassette 20 Séap gu/sofa
9| May giat 21 Dién thoai ¢ dinh
10 | Lonnai 22 bi¢n thoai di dong
11 | Lon thit 23 May tinh
12 | Trau, bo o5 Khac:.........oooiiil.

Q109. Trung binh mét thang gia dinh anh/chi thu nhip dwoc bao nhiéu (quy ra tién, bao

g0dm ca cac san pham tw 1am ra) 2(Udc tinh)...................... ddng/ thang

Q 110. Nha & CHINH ciia gia dinh Bac/Anh/Chi 1a loai nha nao ? (Chi chon mét lwa chon)
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1. Nha tranh twong dat 5. Nha g6 tam
2. Nha ngéi cdp 4 6. Nha gé kién co

3. Nha tran I tang 7. KRAC (GHi 16) ... oo oo,

4. Nha tran gdc (nha tran hon I tang)

Q 111. Gia dinh ta sir dung nhirng ngudn nuwéc CHINH nio cho in udng (khong ké nuwéc
dung cho tim giat, sinh hoat khac)? (Chi chon mot lwa chon)

1. Nwoec mua 5. Nuoc song, Suoi
2. Nude giéng khoi 6. Nuoc may
3. Nuée giéng khoan 7. Khac(ghi ro)....................

4. Nuoc ho, ao

Q 112. Gia dinh Bac/Anh/Chi ding loai bép nio dé nau la chinh (Chi chon mot lya chon)?

1. Bép Io 4. Bép dién
2. Bép ciii/rom 5. Bép ga
3. Bép dau 6. Khdac(ghi ro)... .
Q 113. Gia dinh anh/chi c6 sir dung bé Biogas khong? 1. C6 (chuyen Q 115) 2. Khong
(Chuyén Q 117)
Q 114. Thé tich bé Biogas ciia gia dinh la:......... m3
Q 115. Bao lau gia dinh anh/chi hiit bé Biogas mét lan: ........... thang

Q 116. Mbi lan hiit bé thi khdi lweong bun thu dwoc 1a bao nhiéu:......m3
Q 117. Gia dinh anh/chi tham gia cac hoat dong nao sau day

1. Trong lia (dién tich ) 4. Nuoi gia suc (lon, trdu, bo...)
2. Trong hoa mau 5. Nudi gia cam (gd, vit, ngan, ngong

3. Nudéi ca (dién tich )

PHAN 2. OUAN LY PHAN TU NGUOI TAI CAC HO GIA DPINH

Q201. Ho xi ciia gia dinh anh/chi 1a loai nao?

1. Mot ngan, hé xi kho/tam 2. Hai ngan 3.
Kh&C:....o i
Q 202. Anh/chi cé G phan khong 1.Co 2. Khong

Q203. Anh/chi ¢6 @ é trong hé xi khong? 1.C6 2. Khong (chuyén Q205)
Q 204. Thoi gian i trong hé xi 1a bao 1au? .................... thang

Q 205. Anh /chi c6 @ & ngoai hé xi?1.C6 2. Khéng (chuyén phan III)

Q 206. Anh/chi G & khu vuc nao phia ngoai?

1. Gan chudng nudi 2. Sau vuon 3.Ham Biogas  4.Khéac................

Q 207. Thoi gian u ¢ bén ngoai la bao lau? .................... thang
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Q 208. Anh/chi sir dung chat don nao trong qua trinh a?

1. Voibot 2.Tro 3. TrAu4Mun cua  5.Khéng sir dung

Q. 209. Anh/chi G phan dé 1am gi?

1. Bon ruong vu mua 4. Cho cd an
2. Bén rudng vu chiém(sau tét) 5. Kha&C:..cooiiiiiiiiis
3. Boncho rau

PHAN III. QUAN LY PHAN TU PONG VAT TAI CAC HQ GIA PINH

Q 301. Anh/chi c6 sir dung phan chudng dé bon khéng? 1. Co 2. Khong

Q 302. Anh/chi c6 i phan khong 1.Co 2. Khong

Q 303. Anh/chi ¢6 @ & trong khu vire chudng khong? 1.C6 2. Khéng (chuyén
Q305)

Q 304. Thoi gian @ trong chuong la bao 1du? ... thang

Q 305. Anh /chi c6 @i & ngoai chuong khong? 1.C6 2. Khéng (chuyén phan IV)

Q 306. Anh/chi @t & khu vuc nao phia ngoai?
1. Gan chudng nudi 2. Sau vuon 3.Ham Biogas 4.Khac................

Q 307. Thoi gian G 6 bén ngoai la bao 1au? ............cu.e.... thang

Q 308. Anh/chi sir dung chit don nao trong qua trinh ?

2. Voibot 2.Tro 3. Trau4.Min cua  5.Khoéng sir dung

Q. 309. Anh/chi G phan dé 1am gi?
1.Bon ruong vu mua 4.Cho ca an
2.Bon rudng vu chiém(sau tét) 5.Kha&C:......coviiiiiiiecie

3.B6n cho rau

Q. 310. Anh/chi thiy viéc sir dung phan @ dé bén cho cay trong sé giiip gia dinh tiét kiém

dwoc bao nhiéu tién mot thang so véi viée khong sir dung? ...............co.oo....... nghin déng/thang
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PHAN IV . PANH GIA PHOI NHIEM Ho tén nguoi tham gia hoat dong:

Nam sinh

Gioi: (1.Nam, 2.Nir)

Quan hé véi chia ho

ID:

(1.Chu ho, 2.Vo(chdng), 3.B6(me), 4.0ng(ba), 5.Con)

Sir dung phéin bic bén cho lia
C2: Néu cé, L _
Anh chi c6 sir Anh/chi da lam | (K\N=khon (KN= N . (KN="
PR . ~ A oA g nhd thi o . (Pi€u tra vién cung khong nh&
dung phan bac Co nhirng cong viéc khong nho N R
C1 : . Z khoanh R nguoi tra 101 uéc lugng | thi khoanh
bon cho lua cu thé nao sau N thi khoanh e oz
o " tron vao .+« | thoi gian) tron vao so
khong? day: s 99) tron vao so 99)
Khéng Chuyén— C3 99)
Thoi gian luvu tre | ...... thang | —x 4.3 1z X: 13 ) X .
X A in1x . A X Tong s6 lan lay A Moi lan trung binh hét | .....gio
c2.1 | Layphantirnha | CO phan trong nha trong ndm? | lan 1 o nhiéu thi gian? | .....pht
tieu ra ngoal tieu
Khong KN: 99 KN: 99 KN: 99
Thoi gian lvu tre | ...... thang | —x 4.1 X: 1A ) .
A A . N . ., Tong so lan u A Moi lan u trung binh ve...gio
c2 | Thuchiéncong | CO phén truge khi 1 trongnam? | lan 1 14 bao nhicu thoi gian? | ... pht
viéc U phan
Khoéng KN: 99 KN: 99 KN: 99
Thot gian u phan | ...... thang | Tong sb dot van Mbi X X .\
A 2 A . , - "SRR 01 dot trung binh hét | .....gio
C2.3 | Vénchuyénphan | CO tree khi vdn chuyéntrong | ...... dot | a0 nhicu thoi gian? | .....pht
tir nha ra rudng chuyén nam?
Khoéng KN: 99 KN: 99 KN: 99
Thot gian u phan | ...... thang 2 4 x- . X .\
el LB O R P
| chét khac dé bon n Hrong fam’ gl P
Khoéng KN: 99 KN: 99 KN: 99
Thoi gian u phan | ...... thang | Tong sb dot bon Mbi . X .\
, A n . ! o . ; 01 dot trung binh hét | .....gio
co5 |Bonphantren 1 Co truge khi bon phan trong -dot bao nhiéu thoi gian? | .....pht
ruong nam?
Khoéng KN: 99 KN: 99 KN: 99
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Sir dung phan béc bén cho cy trong

C4: Néu cé,

Anh chi ¢6 sir Anh/chi ditam | (KN= (KN= N . (KN="—
PR . ~ n .~ | khong nhé N . | (Pi€u tra vién cung khong nhé
dung phan bac Co nhirng cong viéc N khong nhé N R
C3 : A £ thi khoanh R nguoi tra 101 uwdce lugng | thi khoanh
bon cho cay cu thé nao sau “s thi khoanh e N
x A A tron vao .+ z | thoi gian) tron vao so
trong khong? day: s 99) tron vao so 99)
Khéng Chuyén— C5 99)
Thoi gian lvu trr | ...... thang | Tong sb lan X 1x . £ oy
z A 1A . A s < A Moi lan trung binh hét | .....gio
caq | LAyphantirnha | Co phan trong nha lay trong | ... lan 1 pao nhidu thoi gian? | .....phat
tieu ra ngoal tiéu nam?
Khéng KN: 99 KN: 99 KN: 99
Thoi gian lvu trr | ...... thang 2 £ 1A = x. 1% X |
A A . N , ., Tong so lan 1 A Moi lan 1 trung binh .....glo
C4.2 T.h}'rcq h1¢1} cong co phan trude khi u trong nam? | lan hét bao nhiéu thoi gian? | .....phut
viéc u phan
Khéng KN: 99 KN: 99 KN: 99
i Thoi gianuphén | ...... thang | Tong s6 dot Mbi inh hé y
Van chuyén phan | CO trude khi van van chuyén | ...... dot o1 dth trun‘g. bl.n ot o810
C43 | .7 A 2 b bao nhiéu thoi gian? .....phut
tir nha ra rudng chuyén trong nam?
Khéng KN: 99 KN: 99 KN: 99
Thoi gianuphén | ...... thang | Tong s6 dot Mbi inh hé y
Ca.4 | Trgnphanvacic | Co trude khi tron ron frong | ... At | bao nbveu thos gian? | o
| chat khac dé bon nam? sant P
Khéng KN: 99 KN: 99 KN: 99
Thoi gianuphén | ...... thang | Tong s6 dot M3i X £ y
. A n . . o . A 01 dot trung binh hét | .....gio
C45 Bg)n phan cho cay | Co trude khi bon bon ph%n -+-dot bao nhiéu thoi gian? .....phut
trong trong nam?
Khéng KN: 99 KN: 99 KN: 99
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St dung phan bac nubi ca

C6: Néu co,

L Anh/chidalam | <N= (KN= " . (KN="
Anbh chi ¢6 st . ~ A oA khong nhé o . (Pi€u tra vién cung khong nh&
Ay 2 Co nhirng cong viéc R khong nhé N R
C5 dung phan bac Z s thi khoanh R nguoi tra 101 udc lugng | thi khoanh
I cu thé nao sau L thi khoanh s RO
nuodi ca khong? " tron vao <+ z | thoi gian) tron vao so
day: ) s 99) tron vao so 99)
Khéng Chuyén— C7 99)
Thoi gian luu trie | ...... thang | ~x  z 2 X: 13 ) X oy
X A in1x . A X Tong s6 lan A Moi lan trung binh hét | .....gi0
C6.1 ]Tfly phan w nha | Co p.t]an trong nha liy trong ndm? | fan bao nhiéu thoi gian? .....phut
tiéu ra ngoai tiéu
Khéng KN: 99 KN: 99 KN: 99
Tong s6 dot x. \ % oy
A 2 . . 2 Moi dot trung binh hét | .....gi0
C6.2 VaAn chuyén . co van chI{yen """ dot bao nhiéu thoi gian? .....phut
phan ra ao ca trong nam?
Khdng KN: 99 KN: 99
6 Tl‘l’ng s0 dft tot M3i dot trung binh hét | .....gio
C6.3 | Cho c4 an ﬁﬁl‘;ga antrong | ---=% bao nhiéu thoi gian? .....pht
Khéng KN: 99 KN: 99
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Sir dung phan chudng bén cho Lia

C8: Néu cé,
Anh/chij da lam

. - N .~ | (KN= _ _
Anh/chi cé str Co nhu’ng; Cong VIEC | khong nho (KAN_ . | (Diéu tra vién cing (K[\l_ .
a A cu thé nao sau R khong nhé e ek 1 ok khong nhé
Cc7 dung phan chuong A thi khoanh R nguoi tra 101 udc lugng R
: . A day: N thi khoanh e thi khoanh
bon cho lba khéng? tron vao .« z | thoi gian) R
A ) s 99) tron vao so tron vao so
Khéng Chuyén— C9 99) 99)
Lay phan ra tir cé TI:I fy ' tglan horu trix o théng il;f)ng 56 lan 13n M3di lan trung binh hét | .....gio
C8.1 | chudng gia suc, gia P a? rong ay trong - bao nhiéu thoi gian? .....phut
cAm . chuong nam?
Khéng KN: 99 KN: 99 KN: 99
Thoi gian lvu trr | ...... thang | Tong sb lan XA o ) -\
A A n . . \ ., \ A Moi lan u trung binh s [}
cgo | Thuchigncongviée | CO phan trude khi u afrong ... lan &t bao nhiéu thoi gian? | .....phat
u phan nam?
Khéng KN: 99 KN: 99 KN: 99
Thoi gianuphén | ...... thang | Tong s6 dot M3i . % -y
n 2 A s . . oA . 2 01 dot trung binh hét | .....gi0
c8.3 Vap chuyf:n phanter | Co '[I'lIO’kahl van van chuvyen ...... dot bao nhiéu thor gian? . phat
nha ra rudng chuvén trong nam?
Khéng KN: 99 KN: 99 KN: 99
Tron phén va céac Co E’ﬁglc glzﬁ?tlrlél:r)lhan ...... fhine ttgggtrsc)(ilgm dot Mi dot trung binh hét | .....gid
; / . dn trong | ... ' A o ,
C8.4 chit khac d& bon HAm? bao nhiéu thoi gian? .....phut
Khéng KN: 99 KN: 99 KN: 99
Thoi gianuphén | ...... thang | Tong s6 dot M3i . £ oy
. . o . A 01 dot trung binh hét | .....gi0
C85 | Bon phan trén rugng | ° ELLS R bén phan | ...dot bao nhiéu thor gian? | .....phut
trong nam?
Khéng KN: 99 KN: 99 KN: 99
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Sir dung phan chudng bén cho cy trong

C10: Néu c6,
Anh/chij da lam

Anh/chi c6 st Cé nhirng cong viéc (K[\I: . (KN= A A (KN=
A A £ khong nhé A . | (Diéu tra vién cung A .
dung phan chuong cu thé nao sau N khong nhé N khong nhé
C9 : A oA " thi khoanh R nguoi tra 101 ude lugng R
bén cho cay trong day: N thi khoanh . thi khoanh
A tron vao .+« | thoi gian) N
khong? ) s 99) tron vao so tron vao so
Khéng Chuyén— C11 99) 99)
Lay phan ra tir cé T:: fy ! tglan hrutrir ... thang il;f)ng 50 lan 13n Mbi lan trung binh hét | .....gio
C10.1 | chudng gia suc, gia P a? rong ay trong | -eee bao nhiéu thoi gian? .....phut
cAm . chuong nam?
Khéng KN: 99 KN: 99 KN: 99
Thoi gian lvu trr | ...... thang | —z £ .3 x- 13 o \ .
A A A . . \ ., Tong s6 lan N Moi lan u trung binh ve...gio
C10.2 Ei%%}:wn cong viée | CO phn trwoe khi utrong nam? | 7 lan hét bao nhiéu thoi gian? | .....phut
Khéng KN: 99 KN: 99 KN: 99
Thoi gianuphén | ...... thang | Tong s6 dot M3i X X .\
n 2 A s . . oA n 2 01 dot trung binh hét | .....gio
c10.3 Vap chuyf:n phanter | Co '[I'lIO’kahl van van chuvyen ...... dot bao nhiéu thoi gian? . phit
nha ra rudng chuvén trong nam?
Khéng KN: 99 KN: 99 KN: 99
Tron phén va céac Co E’ﬁglc glzﬁ?tlrlél:r)lhan ...... fhine ttgggtrsc)(ilggt dot MSi dot trung binh heét | .....gi0
; / . dn trong | -e-e : AT Lo ,
C104 chit khéc dé bén nAm? bao nhiéu thoi gian? .....phut
Khéng KN: 99 KN: 99 KN: 99
Thoi gianuphén | ...... thang | Tong s6 dot Mbi \ X .\
, R A . . o s o 01 dot trung binh hét | .....gio
c10.5 | Bonphanchocay | Co trede khi bon bénphan | ...dot bao nhiéu thoi gian? | .....phut
trong trong nam?
Khéng KN: 99 KN: 99 KN: 99
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Sir dung phan chudng cho ¢ in

C12: Néu cé,
Anh/chij da lam

) - N .~ | (KN= _ _
Anh/chi ¢6 str co nhirng cong vige khong nhé (KAN_ . | (Diéu tra vién cung (KAN_ .
A A cu thé nao sau N khong nho 3t 1oz 133 <ok khong nho
Cl11l | dung phin chuong A thi khoanh R nguoi tra 101 ude lugng R
A A day: N thi khoanh e thi khoanh
nudi ca khong? tron vao .+ ¢ | thoi gian) \s X
) K&t thiic phéng | s 99) tron vao so tron vao so
Khéng % 99) 99)
van
Léy phan ra tu ch T}Illfn glaﬁ hfu ) thang illﬁng 50 lan 13n Mai 1an trung binh hét ve...gio
C12.1 | chudng gia sic, gia phan ¢ chuong nagnfgong """ bao nhiéu thoi gian? .....phut
cam Khong KN: 99 KN: 99 KN: 99
Tong s6 dot x- X % -\
A 2 A . . 2 Moi dot trung binh hét | .....gio
C12.2 Van ,chuyen phanra | Co van chuvyen """ dot bao nhiéu thoi gian? .....phut
ao ca trong nam?
Khéng KN: 99 KN: 99
cs Tﬁ’“g sodot | o M3i dot trung binh hét | .....gio
C12.3 | Cho c4 an cho ca an o bao nhiéu thoi gian? .....phut
trong nam?
Khéng KN: 99 KN: 99
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Pictures of setting up the experimental excreta storage

The vault of experimental excreta storage Mixing excreta and adding material before

with the metal cover adding to the vault of experiment storage
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Pictures of Ascaris lumbricoides eggs and analysing the status of them in the laboratory

A. lumbricoides egg in developed stage Dead A. lumbricoides egg

Live A. lumbricoides egg Dead A. lumbricoides egg

Floatation method for getting Ascaris Floatation method for getting Ascaris
lumbricoides eggs for analysing lumbricoides eggs for analysing (Romanenko
method)
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Pictures of exposure excreta study

Scaling the paire of gloves in exposure excreta  Taking off excreta from vault of latrine after
study. storage.

Taking off excreta from vault of latrine after Application excreta as fertilizer on a field.

storage for composting in heap.
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ANNEX 2. Curriculum vitae

PROFILE
Tu Vu Van, MD, MPH
Born October 17, 1974; Married since 2001;
Address in Vietnam: No.314/22, Dong Tien, Hoa Binh City, Hoa
Binh Province
Mobile: +(84) 982 326 558
Email: vuvantu@gmail.com; vantu.vu@unibas.ch;
vantu.vu@swisstph.ch
EDUCATION
1991-1997 Medical Doctor, Thai Nguyen Medical University, Vietnam Master of
2007-2009 Public Health, Hanoi School of Public Health, Vietham
2010-2017 PhD student, University of Basel, Switzerland. Field works in Vietnam
PRESENT APPONTMENTS
2010-2017 Work at Hoa Binh Provincial General Hospital

PhD student belong the NCCR North-South project on “Productive
Sanitation” Course taken: Epidemiology concept, Epidemiology
method, Exposure assessment, Human and Animal Infection, Quality
course, Quality research,

R, Statistic.

CONFERENCES & WORKSHOPS ATTENDED

Workshop: World Toilet Day commemoration and introducing
research results in the field of sanitation and health in Vietnam, Hanoi,
Vietnam, 11/2011.

Workshop: Getting papers published in peer-reviewed journals,
Vietnam National University Ho Chi Minh City Vietnam, 8/2011.
Training course: Using R in sciencetific research, Vietham National
University Ho Chi Minh City Vietnam, 12/2010.

Training course: Environmental health risk assessment of
microbiological hazards in water and foods in Vietnam, Hanoi School
of Public Health, 8/2010.

Training workshop: “Environmental behaviour and Human health risk
assessment associated with the use of agricultural pesticides in
Vietnam”, Hanoi School of Public Health, 7/2010.
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LANGUAGES

Vietnamese — mother tongue English - good

COMPUTER SKILLS

Microsoft Office (Word, Excel, PowerPoint, Access), Epi-Info, SPSS,

R, Internet.

PUBLICATION

ARTICLES PUBLISHED IN ISI PEER-REFERRED JOURNALS
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lumbricoides egg die-off in an experimental excreta storage system
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