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Abstract. Multiplex polymerase chain reaction (PCR) platforms have enhanced understanding of intestinal pathogens in
low- and middle-income countries (LMICs). However, few such studies have been performed in Latin America, where
poverty, poor sanitation, and undernutrition persist. Multiplex PCR (BioFire, Salt Lake City, UT) was used to identify viral,
bacterial, and parasitic pathogens in stool collected on day 1 and 31 from children aged 6 to 35 months with acute, non-
bloody diarrhea in two locations (rural and urban) in Guatemala.We analyzed correlation between pathogens and clinical,
demographic, andsocioeconomic variables; describedpatternsof pathogenacquisition, persistence, andclearanceover
the30-dayperiod; andcalculatedpopulation attributable fractions (PAFs) for diarrheal causation for individual pathogens.
We analyzed 316 subjects (144 urban; 172 rural) enrolled between March 2015 and January 2016. Rural subjects had
significantlymoremalnutrition, animal exposure, andunimprovedwater/sanitation infrastructure. Themajority of subjects
had multiple pathogens/sample (4.8 rural and 2.7 urban). Few meaningful correlates were identified between individual
pathogens and clinical, demographic, or environmental variables. Escherichia coli pathotypes, Shigella,Campylobacter,
and Giardia had high rates of persistence between initial and 30-day follow-up. Statistically significant adjusted PAFs
were identified forCampylobacter (14.9%,95%CI: 3.2–23.1), norovirus (10.2%,95%CI: 0.4–17.1), sapovirus (7.6%,95%
CI: 2.3–10.9), and adenovirus 40/41 (5.6%, 95% CI: 0.3–8.7). These observations further characterize the diversity and
complexity of enteric pathogens in children in LMICs. Patterns of chronic symptomatic and asymptomatic infection
among Latin American children are similar to those observed in other LMIC regions. Findings have direct implications for
practitioners treating individuals with acute infectious diarrhea and should inform regional public health strategies.

INTRODUCTION

Diarrheal illness in children is a major contributor to the global
burden of disease, with most of the impact occurring among
children living in low- and middle-income countries (LMICs).1

Globally, an estimated 1.1 billion episodes of diarrhea in children
younger than5yearsoccureveryyear, resulting inapproximately
half a million childhood deaths.2 Furthermore, recurrent or per-
sistent intestinal infections and chronic inflammation contribute
to a cycle of malnutrition and delayed development.3,4

Despite the massive burden of pediatric diarrhea in LMICs,
treatment options (e.g., zinc and antibiotics) remain limited in
effectiveness, particularly when considering longer term or
nutritional outcomes.5,6 From a public health perspective, the
complexity of environmental, microbiologic, and human host
factors leading to the acute and chronic sequelae of pediatric
diarrhea poses significant challenges to the design and imple-
mentation of preventative strategies, including interventions
designed to improvewater, sanitation, andhygiene (WASH).7–11

Our understanding of the complexity of organisms that may
cause acute diarrhea has been enhanced by utilization of
multiplex PCR to simultaneously and comprehensively iden-
tify pathogens in both symptomatic and asymptomatic stools.
Two recentprospectivemulticenter studies, theGlobal Enteric
Multicenter Study (GEMS) and the Etiology, Risk Factors, and
Interactions of Enteric Infections and Malnutrition and the
Consequences for Child Health and Development (MAL-ED),

have greatly advanced our knowledge of the relative contri-
bution of specific pathogens to acute diarrheal disease and
highlighted the frequency of asymptomatic carriage of puta-
tive pathogens.12–14 However, underscoring the complexity
and heterogeneity of pediatric diarrhea across populations,
the two studies identified different pathogens with the highest
population attributable fractions (PAFs).
Moreover, only one country in the GEMS and MAL-ED

studies was in Latin America (Peru) and none were in Central
America, where diarrheal disease remains a major problem
despite the emergence of many national economies.15 We
undertook an extensive analysis of children aged 6–35
months with acute diarrhea from two distinct environments
(one urban and one rural) in Guatemala. Our objective was to
identify correlations between specific bacterial, viral, and
parasitic pathogens identified using multiplex PCR, and clin-
ical, epidemiologic, demographic, and environmental char-
acteristics of Guatemalan children.

METHODS

Study population. Three hundred twenty-four study par-
ticipants aged 6–35 months with severe or moderate diarrhea
were enrolled in a randomized, double-blind, placebo-controlled
clinical trial of a nutritional product, conducted at two in-
vestigational sites in Guatemala: the Center for Human De-
velopment in the rural southwest lowlands of Guatemala
(rural) and Hospital Roosevelt and Hospital Infantil de Infec-
tologia y Rehabilitacion in Guatemala City (urban). Inclusion
criteria included acute non-bloody diarrhea of < 72 hours
duration and more than three liquid stools in the previous
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24 hours. Exclusion criteria included mild or improving con-
dition, dysentery, weight-for-height z-score < −3 according
to WHO standards, serious chronic illness, recent probiotics
treatment, or immunodeficiency.16 Enrolled subjects were
followed for 31 days. Parents or guardians of all subjects
providedwritten informed consent before enrollment. Ethical
approval was obtained from the Colorado Multiple In-
stitutional Review Board, as well as from the ethics com-
mittees at the Guatemalan Ministry of Health, Hospital
Roosevelt, and Universidad del Valle.
Stool sampling. A 5–15-mL stool sample was collected at

enrollment and again at study day 31. A detailed description of
sample collection, storage, and processing has been pub-
lished previously.17 Briefly, stool samples collected at the ur-
ban sites were stored initially at −20�C and transported daily
on wet ice to a central laboratory in Guatemala City, where
they were immediately processed and tested. Stool samples
collected at the rural site were frozen at −80�C on site and
transported twice monthly on dry ice to the central laboratory
at the Universidad del Valle, Guatemala City, Guatemala.
There, specimens were aliquoted into multiple cryovials
(without melting previously frozen rural samples) and stored
at −80�C. The raw samples were shipped on dry ice to the
Microbiology Laboratory at Children’s Hospital Colorado,
Aurora, CO, and stored at −80�C until tested for stool patho-
gens. Pathogen identification was performed using a multi-
plex PCR assay (FilmArrayTM GI-Panel, BioFire), which
simultaneously detects 22 human diarrheal pathogens that
include bacteria, viruses, and protozoa.
Statistical analysis. Detailed demographic, household,

environmental, and clinical data were collected for all subjects
at enrollment. Height and weight measured at baseline were
converted into z-scores using the WHO Version 3.2.2 2011
SAS Macros (Cary, NC).16 Height-for-age z-scores were
modeled as continuous variables to explore the association of
pathogens with chronic malnutrition, and height-for-weight
z-scores were modeled as continuous variables to explore
the association of pathogens with acute malnutrition. De-
mographic variables were compared between rural and urban
sites using Student’s t-tests for continuous variables and chi-
squared tests for categorical variables. Rates of pathogen
acquisition, persistence, and clearance were calculated

between initial and day-31 stool. To determine the PAF, we
first calculated the odds ratio for the association between
presenceof diarrhea andeachpathogen individually, stratified
by site, using conditional logistic regression. The PAF was
calculated as ([adjusted odds ratio−1] × prevalence of the
pathogen in cases)/adjusted odds ratio, and the 95%CI were
calculated by inserting the upper and lower confidence limits
of the odds ratios into the same equation, in place of the odds
ratios.18 The day-31 stool sample was used as the non-
diarrheal control. Univariate and multivariable analysis to test
for associations between pathogens and potential predictor
variables were conducted using generalized linear models,
with backwards intentional elimination used (only retaining
adjustment variables that changed the beta estimate of the
independent variable of interest by > 10%) to determine the
final multivariable model. In multivariable analyses, “Site”was
used as a proxy for the WASH variables because of the highly
significant differences between the distribution of these vari-
ables by site (Table 1). Other adjustment variables explored
included age, gender, household crowding, and number of
children younger than 5 years in the household. SAS v9.4 was
used for all statistical analyses.

RESULTS

Study population. From March 9, 2015, to January 25,
2016, 324childrenwereenrolled in the study, ofwhich316had
sufficient data to be included in the analysis cohort: 144 chil-
dren enrolled at the urban site and 172 at the rural site. Stool
samples were available on study day 1 from 311 children
(98.4%) and 298 children (92.0%) at study day 31. Clinical,
demographic, and socioeconomic characteristics are pre-
sented in Table 1. Therewere notable differences between the
sites in age, nutritional status, humanwaste disposal method,
water supply, and animals in household. Percent dehydration
at enrollment ([day 3 rehydrated weight−day 1 weight]/[Day 3
weight] × 100) was significantly greater in rural children than in
urban children (P = 0.04).
Stool results: enrollment (Figure 1). At least one patho-

gen was identified in stool at enrollment in 98% of subjects
(Table 2). Pathotypes of Escherichia coli (enteroaggrega-
tive E. coli [EAEC], enteropathogenic E. coli [EPEC], and

TABLE 1
Study subject demographics by rurality

Rural (N = 172) Urban (N = 144) P-value*

Age (months)† 18.7 (7.8) 16.5 (6.8) 0.007
Weight-for-age WHO z-score at enrollment† −1.6 (1.1) −0.8 (1.0) < 0.0001
Weight-for-lengthWHO z-score at enrollment† −1.2 (1.0) −0.7 (1.0) < 0.0001
Antibiotics prescribed at initial visit‡ 24 (14%) 16 (11%) 0.45
Zinc prescribed at initial visit‡ 111 (65%) 59 (41%) < 0.0001
Gender = Female‡ 82 (48%) 65 (45%) 0.65
Water supply to house‡ < 0.0001
Public or bottled water 19 (11%) 135 (94%)
Rainwater or water tank 1 (1%) 6 (4%)
Well or river 152 (88%) 3 (2%)

Method of human waste disposal‡ < 0.0001
Indoor plumbing 32 (19%) 136 (94%)
Latrine: septic tank 2 (1%) 3 (2%)
Latrine: open pit 138 (80%) 5 (3%)
* P-value obtained from t-test for continuous variables and by χ2 test for categorical variables.
† Estimates for symmetrical numeric variables are given as mean ± SD.
‡ Estimates for categorical variables are given as frequency, percent.
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enterotoxigenic E. coli [ETEC]) were most common, occurring
in 44.4–59.2%of subjects. The nextmost commonorganisms
were Campylobacter and Shigella/enteroinvasive E. coli
(EIEC). Among viral pathogens, norovirus was the most

common (32.9%); other viruses, including rotavirus (7.1%),
were much less frequently identified. Giardia (33.4%) was the
most common parasitic pathogen, with fewer Cryptosporidia
and no Entamoeba histolytica detected.19

FIGURE 1. Spectrum of stool pathogens at baseline among Guatemalan children with acute non-bloody diarrhea, by age and rurality (% of
children with each pathogen).

TABLE 2
Pathogen identification in diarrheal stool at enrollment among Guatemalan children, by rurality

Individual pathogens detected at enrollment

Rural (N = 172) Urban (N = 144)*

P-valueN (%) N (%)

EAEC 114 (66.3%) 70 (50.4%) 0.004
EPEC 102 (59.3%) 59 (42.5%) 0.003
ETEC 99 (57.6%) 39 (28.1%) < 0.0001
Campylobacter 103 (59.9%) 29 (20.9%) < 0.0001
EIEC (Shigella) 90 (52.3%) 22 (15.8%) < 0.0001
Giardia 94 (57.4%) 10 (7.2%) < 0.0001
Norovirus 48 (27.9%) 54 (38.9%) 0.04
Sapovirus 33 (19.2%) 17 (12.2%) 0.09
STEC-0157 31 (18.0%) 11 (7.9%) 0.007
Adenovirus 26 (15.1%) 15 (10.8%) 0.26
Cryptosporidia 19 (11.1%) 8 (5.8%) 0.09
Clostridium difficile 13 (7.6%) 13 (9.4%) 0.57
Rotavirus 10 (5.8%) 12 (8.6%) 0.35
Astrovirus 12 (7.0%) 6 (4.3%) 0.31
Plesiomonas 14 (8.1%) 2 (1.4%) 0.004
Salmonella 7 (4.1%) 4 (2.9%) 0.57
Cyclospora 2 (1.2%) 1 (0.7%) 0.68
Vibrio cholerae 2 (1.2%) 0 (0%) 0.16
Vibrio 1 (0.6%) 0 (0%) 0.32
Yersinia 0 (0%) 0 (0%) N/A
Total pathogen count 4.8 (1.8) 2.7 (1.6) < 0.0001

EAEC = enteroaggregative E. coli; EPEC = enteropathogenic E. coli; ETEC = enterotoxigenic E. coli; EIEC = Shigella/enteroinvasive E. coli; STEC = Shiga-like–toxin producing E. coli.
* Five children did not have pathogen information at enrollment.
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There were notable differences in pathogen number and
spectrum between the rural and urban sites. Subjects in the
rural area had a mean number of pathogens of 4.8/subject,
compared with 2.7/subject in the urban population (P <
0.0001). More than half of children in the rural area hadGiardia
in their stool, whereas it was found in less than 10% of urban
subjects. Conversely, norovirus was the only pathogen that
was significantly higher (38.9%versus. 27.9%,P = 0.04) in the
urban population. Evolution of pathogen frequency with in-
creasing age depended on the specific pathogen. For exam-
ple, Giardia and EIEC had clear increases with each age
interval in both rural and urban sites.
Clinical/pathogen association. In multivariable analysis

adjusted for site, few clear patterns were observed between
clinical characteristics or symptoms at presentation and the
presence of individual pathogens in the stool; fever within 72
hours before enrollment (which occurred in 42% of subjects)
was associated with EIEC (P = 0.038) and inversely associ-
ated with ETEC (P = 0.02). No unique organism was associ-
ated with increased severity of dehydration. The most
notable associations were observed between specific patho-
gens and malnutrition: acute malnutrition was associated with
the presence of C-diff (P = 0.05), Cryptosporidium (P = 0.017),
and norovirus (P = 0.03) and inversely associated with the
presence of Shigella (P = 0.03). Chronic malnutrition was as-
sociated with the presence of Shigella (P = 0.002) and Giardia
(P = 0.05).
Environmental/pathogen correlation. There were strong

differences between the presence of specific pathogens at
enrollment by site (urban versus rural) (Table 2). In multivari-
able analysis adjusted for site, the only statistically significant
association between household animals/foul/livestock and
pathogensmeasured at presentation was lower rates of ETEC
and Shiga-like toxin–producing E. coli (STEC) O157 in
households containing dogs. There was no association be-
tween household size and presence of specific pathogens.
Despite distinct wet and dry seasons in Guatemala, no clear
temporal pattern in pathogen occurrence was visually dis-
cernible across the 11-month study period.

Comparison of initial and 30-day follow-up stool sample
(Table 3).No patient had clinically defined (> 3 liquid stools in
24 hours before collection) diarrhea at the 31-day time point;
31-day stools were characterized by study personnel as
formed for 204 subjects, soft for 100 subjects and liquid for
five subjects. Escherichia coli pathotypes (EIEC, EPEC, and
ETEC), EIEC/Shigella and Campylobacter that were most
common in the initial stool overall, also had high rates of
persistence from day 1 to day 31 (all > 55%), whereas Shiga
toxin–producing E. coli, including 0157:H7, was less likely to
persist (27.5%).Giardia was highly likely to persist from day 1
to day 31 (79.6%). Viral pathogens were overall less likely to
remain positive over the 30-day period, although norovirus
persisted in 38.8% of stools.
Escherichia coli pathotypes were commonly acquired

between day 1 and 31, and to a lesser extent norovirus
(19.0%), Campylobacter (17.6%), and Giardia (14.4%).
Day-1 prevalence of each pathogen was strongly correlated
with new acquisition rates in other subjects (R2 = 0.818,
P < 0.01).
Population attributable fractions. Four pathogens were

noted to have a statistically significant positive PAF: in the
rural site, Campylobacter (PAF 25.9%, 95% CI: 1.8–40.0)
and sapovirus (12.1%, 95% CI: 4.5–15.8); and in the urban
site, norovirus (19.7%, 95% CI: 2.0–29.0) and rotavirus
(7.6%, 95% CI: 1.1–8.5). See Supplemental Table for strati-
fied PAFs for all pathogens with overall prevalence in di-
arrheal stools > 3%.

DISCUSSION

This study of 316 childrenwith acute non-bloody diarrhea in
rural and urban Guatemala underscores the complexity of
enteric infection in LMICs. Stool samples from both symp-
tomatic and asymptomatic episodes were characterized by
multiple potential enteric pathogens, particularly in the rural
area, where hygiene and sanitation conditions promote heavy
and frequent exposure. Our results are, to our knowledge, the
largest published study of diarrheal pathogens identified by

TABLE 3
Pathogen acquisition, persistence, and clearance among Guatemalan children

Pathogen Negative to negative (n) Positive to negative (n) Positive to positive (n) Negative to positive (n) Persistence (%) Acquisition (%) Prevalence

EAEC 51 55 124 68 69.3% 57.1% 60.1%
EPEC 72 63 92 71 59.4% 49.7% 52.0%
ETEC 91 52 81 74 60.9% 44.8% 44.6%
Campylobacter 140 56 72 30 56.3% 17.6% 43.0%
EIEC (Shigella) 164 23 85 26 78.7% 13.7% 36.2%
Giardia 167 21 82 28 79.6% 14.4% 34.6%
Norovirus 162 60 38 38 38.8% 19.0% 32.9%
Sapovirus 233 38 8 19 17.4% 7.5% 15.4%
STEC-0157 215 29 11 42 27.5% 16.3% 13.5%
Adenovirus 243 31 6 18 16.2% 6.9% 12.4%
Cryptosporidia 247 16 11 24 40.7% 8.9% 9.1%
Clostridium difficile 249 13 13 23 50.0% 8.5% 8.7%
Rotavirus 264 15 4 15 21.1.% 5.4% 6.4%
Astrovirus 258 15 2 23 11.8% 8.2% 5.7%
Plesiomonas 269 15 1 13 6.3% 4.6% 5.4%
Salmonella 284 8 3 3 27.3% 1.0% 3.7%
Cyclospora 295 2 1 0 33.3% 0.0% 1.0%
Vibrio cholerae 295 1 1 1 50% 0.3% 0.7%
Vibrio 295 1 0 2 0.0% 0.7% 0.3%
Yersinia 296 0 0 2 N/A 0.7% 0.0%
EAEC = enteroaggregative E. coli; EPEC = enteropathogenic E. coli; ETEC = enterotoxigenic E. coli; EIEC = Shigella/enteroinvasive E. coli; STEC = Shiga-like–toxin producing E. coli.
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multiplex PCR in Central America and indicate that the path-
ogen burden and spectrum in this region (particularly in the
rural area) are consistent with those observed in Africa and
Asia.12–14,20–22 In addition, although the overall pathogen
burden was less in the urban population with improved water
and sanitation infrastructure, the samples were nevertheless
characterized by the presence of multiple pathogens and a
spectrum of enteropathic bacteria similar to that observed in
the rural subjects.
Significant PAFs in our study for viral pathogens and

Campylobacter are consistent with the pathogens with the
highest PAFs in the GEMS and MAL-ED studies, with some
notable exceptions. In the MAL-ED populations, norovirus,
rotavirus, and astrovirus represented three of the top four
etiologies contributing to diarrheal disease, along with Cam-
pylobacter.13 In the initial analysis of GEMS subjects that
did not use multiplex PCR, the pathogens with the highest
contribution to acute diarrheal disease included rotavirus,
ST-ETEC, Cryptosporidium, and Shigella, but subsequent
reanalysis using multiplex PCR identified significantly higher
incidence for most pathogens. In particular, adenovirus was
five times more common in the reanalysis and became the
third highest attributable pathogen, after Shigella spp. and
rotavirus.12,14

However, most pathogens in both the diarrheal and
asymptomatic stools in our population were not associated
with diarrhea, consistent with the GEMS, MAL-ED studies,
and others that use multiplex PCR.20 Rather, they may be
more likely to contribute to pathology through the cycle of
environmental enteropathy, in which recurrent or chronic in-
fection leads to a pathologic inflammatory state in the gut,
which prevents adequate growth and nutrition, which in turn
may result in increased susceptibility to new and prolonged
reinfection.4 Little is known about the role that specific indi-
vidual or coinfecting pathogens may play in this cycle, and in
our study, no clear pattern of correlation between specific
pathogen and malnutrition or post-diarrheal weight gain were
observed.
We also explored the converse hypothesis that malnutrition

may itself promote susceptibility to persistence of particular
pathogens over the 30-day period (particularly the more
prevalent organisms Campylobacter, E. coli pathotypes, and
Giardia) but again did not observe any clear association be-
tween measures of malnutrition or short term weight gain and
persistence of any pathogen.23 If nutritional status was not a
keydriver of persistenceof specificpathogens, our data hint at
additional factors that may be responsible for repeat positive
stool samples for some organisms. For instance, the strong
correlation between rates of persistence and rates of new
pathogen acquisition (representing transmission in the
household/community) for the E. coli pathotypes EPEC,
EAEC, and ETEC suggests that a high environmental/
household exposure burden and reinfection may be driving
repeat positive samples for these organisms. By contrast,
lower new acquisition rates for Campylobacter and Giardia
suggest that repeat positive testing may be related to true
persistence of these organisms in the intestine, perhaps be-
cause of intrinsic characteristics of these organisms, gut in-
flammation, and associated immune responses.24,25 At
present, theseobservations remain speculative; future studies
using pathogen genomic data couldmore clearly discriminate
persistence from re-acquistion.

One practical implication of observations that environ-
mental enteropathy is not driven by a single pathogen or
distinct diarrheal episodes should be a dampening of en-
thusiasm for the use of multiplex PCR diagnostics in pre-
sent form in daily clinical practice in LMICs. Results with
multiple pathogens from a single patient may have very little
utility for practicing clinicians to make treatment decisions
because it may be difficult or impossible to ascertain which
pathogen is the cause of an acute illness.26 Identification of
multiple pathogens in stool samples risks antibiotic over-
utilization and increased cost, adverse events, and anti-
microbial resistance for little long-term benefit.27 Future
iterations of multiplex PCR incorporating quantitative de-
termination of individual pathogens (such as those that
have been useful in recent epidemiologic studies) may
eventually provide more relevant results for medical
decision-making, but this is not yet widely available in LMIC
clinical settings.28–30

More generally, a transition from a focus on acute infections
and individual organisms to chronic polymicrobial coloniza-
tion, such as our observations suggest, has important impli-
cations for development of both therapeutic and public health
approaches. Therapeutic interventions for individual chil-
dren, including nonpathogen–targeted antibiotic administra-
tion (e.g., azithromycin, rifaximin), probiotics, prebiotics, and
gut anti-inflammatory medications, have generally proven
unsuccessful in clinical trials.31 At present, treatment options
are generally limited to nutritional rehabilitation through sup-
port of breast-feeding, and supplementation with macro- and
micronutrients.32 To contribute to a better understanding of
pathologic mechanisms that may elucidate more effective
therapeutic interventions, we plan future work with our study
population to identify perturbations in the microbiome that
correlate with clinical outcomes, intestinal inflammation, nu-
tritional status, and both individual and combinations of
pathogens.
The high burden and diverse spectrum of intestinal

pathogens observed in our study also underscores the
significant challenge of interrupting the cycle of environ-
mental enteropathy from a public health perspective. Given
the large number of pathogens that may be involved in
driving chronic enteric inflammation and challenges de-
termining the contribution of individual pathogens to the
overall burden of disease, public health strategies which
target individual pathogens may not be as impactful in the
near term as thosemore generally targeted. Most prominent
among such strategies is vaccination, and yet among
common enteric pathogens, only rotavirus, typhoid, and
cholera vaccines are currently licensed.33 Vaccines against
ETEC, Shigella, norovirus, and Campylobacter are still in
early or developmental stages, and benefits that may
eventually result from a spectrum of enteric vaccines are
likely many years away.34 Thus, programs such as WASH,
designed to more broadly limit pathogen exposure would
appear to be more compelling public health strategies in
the near term. However, despite the clear logic of improving
infrastructure and hygiene literacy for communities with
high burdens of enteric infections,WASH interventions have
not been universally effective.7 Notably, recent vigorous
randomized clinical trials incorporating both WASH and
nutritional interventions have failed to demonstrate clear
sustainable benefits.9,11 Even in our study, the challenges of
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reducing the enteric infection throughWASH improvements
are exemplified by the reduced, yet persistent pathogen
burden in the urban subjects. Furthermore, introducing and
sustainingWASH interventions on a global scale will require
a large and sustained investment, one inextricably linked
with economic development in LMICs.
There are several notable limitations in this analysis,manyof

which relate to the constraints of the clinical trial. These in-
clude exclusion of dysentery and severe malnutrition (pre-
venting analysis of pathogen patterns associated with these
conditions), a relatively short follow-up time for analyzing
longitudinal pathogen trends in single individuals and a rela-
tively low sample size limiting analysis of uncommon patho-
gens. The original trial was a randomized, placebo-controlled
intervention, and thus, approximately half of subjects received
3 days of a nutritional product that had a demonstrable impact
on diarrheal duration among subjects with product-targeted
organisms (rotavirus, enterotoxigenic E. coli, STEC, and
Salmonella) in the enrollment stool.17 However, in the main
analysis, there were no differences in demographic, environ-
mental, or clinical characteristics, including weight gain be-
tween study intervention groups, initial stool samples were
collected before product administration, and treatment group
was included in all presented multivariable analyses.35 An
additional limitation arises because of the study enrollment
period of only 10½ months, which may have impacted our
inability to identify all temporal trends in etiology. Although
the use of multiplex PCR was a significant advantage in the
study, the assay is still limited in granular discrimination be-
tween subtypes of pathogens, which may dilute the precision
of associations with diarrhea. For example, the assay does
not discriminate between heat-labile and heat-stable STEC
or between norovirus genogroups that have differing asso-
ciations with acute diarrhea.13,36 Finally, although additional
treatments (zinc, antibiotics, and probiotics) were not con-
trolled in the context of the clinical trial, these variables were
included in the multivariable analyses.
In conclusion, stool samples collected both during acute

diarrheal episode and asymptomatic follow-up are charac-
terized by the presence of multiple enteric pathogens among
Guatemalan children, particularly in the rural area. Few clear
correlations between individual pathogens and environmen-
tal, clinical, or nutritional outcomes were observed. Both in-
dividual therapeutic and public health strategies to reduce the
burden of enteric infection and environmental enteropathy
among children in LMICs need to account for a complex and
chronic polymicrobial milieu.
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