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SUMMARY

This study was carried out to isolate Salmonella species from children, 170 fecal samples
were collected from children aged (5-12) years of both sexes that had suffering from diarrhea
in Teaching laboratories of Al- Hussein Hospital in Thi-Qar governorate. Nineteen isolates
were diagnosed as genus Salmonella and ensured by National center of Salmonella in
Baghdad, five Salmonella serotypes were determined as (Salmonella typhimurium (8)
(42.1%), S.braenderup (6) (31.58%), S.hadar (3) (15.78%), S.eneritidis (1) (5.27%), and S.
munchen (1) (5.27%). The results revealed that the rate of Salmonella isolates in fecal
samples of children was (11.17%). According to gender of children the rate of Salmonella
isolates was (68.42%) in males and (31.58%) in females. In respect to the rate of Sa/monella
isolation in different age of children; age (5-8) years showed the highest rate respectively.

This article is a part of master thesis

INTRODUCTION

Salmonella is recognized as an important
pathogen to public health and notified as a
cause of bacterial diarrhea worldwide (1-
Polo et al., 1999; 2-Medeiros et al., 2001).
Contaminated food is the usual source of
human infections, and poultry products are
considered the major infectious route for
humans (3-Obi and Bessong, 2002; 4-Noda
et al., 2010). Salmonella enterica is a
common cause of gastroenteritis and
bacteremia in people of all ages, severe
invasive disease in infants, elderly persons,
and immunocompromised persons; and a
wide variety of animals, particularly food
animals, have been identified as reservoirs
for non-typhoidal Salmonella (5-Hald et
al., 2007, 6-Wales et al., 2010). Non-
typhoid Salmonellae causes an estimated
1.4 million illnesses in the United States
each year, resulting in an estimated 15,000
hospitalizations and 400 deaths (7-Galanis
et al., 2006). Two thousand fife hundred
forty one Salmonella serovars have been
identified worldwide and cause more
outbreaks of food borne illnesses than any
other bacteria, most human infections are
caused by a limited number of serovars (8-
Popoff et al., 2004).

MATERIALS & METHODS

Isolation and identification of Salmonella
from Children

samples collection: One hundred seventy
fecal samples were collected from children
(5-12years) suffering from diarrhea, from
both sexes in Teaching laboratories of Al-
Hussein Hospital in Thi-Qar governorate.
Fecal samples (1gm) were put immediately
in a sterile tube contained selenite F broth,
and transmitted immediately to the
laboratory with cooling box (9-Quinn et
al., 2004;10- Cherneck and Berger, 2008).
Culturing of samples: Selenite F broth
contained the fecal sample was incubated
into at 37C’for24  hours, and then
subculture streaked on Xylose — lysine
deoxycholate agar, Hekton enteric agar
,Salmonella- Shigella (SS) agar,
MacConkey agar and Brilliant green agar
plates and then incubated at 37C° for 24
hrs (9-Quinn et al., 2004).The growing
colonies were examined by naked eye
concerning the color, shape and size and
bacterial cells examined by gram stains
Gram stain: According to (11) bacterial
cells examined by gram stains

Biochemical tests: Important biochemical
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tests{ Triple Sugar Iron (TSI) ,Catalase
test,Oxidase test, Lactose fermentation,
Urease test ,Indole test, Citrate utilization
test} were conducted according to (12).
Api-20E system (Analytical profile index
for Enterobacteriaceae test):

It was done according to (13), this test
(Api-20E system) is used clinically for the
rapid identification of the bacterial isolates
Slide agglutination test: According to
(14), all isolates were examined with
polyvalent O and H antisera by using slide
agglutination test as follows:
1-One drop from physiological normal
saline was placed on each of the glass
slides at each side, and then a loopful from
bacterial culture was mixed with each
drop.
2-One drop from each O, H polyvalent
antisera was added to one of the previous
drop and then mixed by plastic rod and
rocked. The other drop was used as
control.
3-The clear agglutination occurred within
1-2 minute indicated a positive result.
Serotyping diagnosis:Suspected
Salmonellae genus was sent to the Central
Public Health Laboratories (National
Center of Salmonellae in Baghdad) on
Kligler iron medium for final serotyping
diagnosis.

RESULTS

Isolation and identification of
Salmonellae spp: Results showed the
different morphology characteristics of
Salmonellae spp which grow on different
media (table 1).

Microscopic examination:  Results

37°C

Biochemical identification: The results of
the biochemical tests showed that these
isolates gave negative results for oxidase,
urease, and indole tests, while gave
positive results for catalase and citrate
utilization test as shown in table (2)
Api-20E system identification:

of
microscopic examination has showed that these
isolates were gram negative rod, non spore
forming after (18-24) hours post incubation at
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The result of Api-20E test has revealed the
numerical profile (6704752) as confirmed
diagnostic test for Salmomnella isolate in
table (3) and figure (1).

Slide agglutination test (Polyvalent):

The genus Salmonella detected by using
polyvalent O and H antisera showed that
clear agglutination indicated a positive
result in comparison to clear homogeneity
of the control reaction in each one.
Serotyping of Salmonella (Monovalent):
The result of the serotyping of the bacteria
in the Central Public Health Laboratories/
Ministry of Health has ensured that these
bacteria are S. typhimurium, S. braenderup,
S. hadar, S. enteritidis, and S. munchen .
Percentage of infection with Salmonella
spp in diarrheic children:

The results of isolation of Salmonella spp
from 170 fecal samples of diarrheic
children, (19) Salmonella spp isolates, five

different serotypes were recognized
according to Central Public Health
Laboratories. These serotypes isolated

were S. typhimurium (42.1%) from (8)
patients, S. braenderup (31.58%) from (6)
patients followed by S. hadar from (3)
patients (15.78%), S. enteritidis and S.
munchen, with one isolate for each
(5.27%) as in table (4). the important
clinical signs appeared in children were
vomiting, fever and abdominal pain. In
addition watery, mucus and blood stools.
According to age effect, the study revealed
that most of the diarrheal cases was in age
(5-8) years at percentage (78.94%) of all
Salmonella isolates, while the percentage
(21.06%) appeared in age (9-12) years as
in table (5). This study revealed the
distribution of Salmonellae was according
to gender effect that from total (19)
Salmonellae serotypes, (13) serotypes
isolated from male (68.42%), and (6)
serotypes isolated from female (31.58%) as
in table (6). The number of separate
serovars during the period of investigation
was different. The highest percentage of
Salmonellae infected samples was detected
in male in comparison with female
respectively.
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DISCUSSION

Our study showed that the bacterial
identification was done according to
cultural characteristics, microscopic
examination, primary biochemical

identification, using the Api-20E system
which is specific for identification of
Enterobacteriaceae from other bacteria
and slide agglutination test, this was
matching with the characterization of
genus Salmonella as fixed in (9,11). In the
present study, data demonstrated that (19)
Salmonella isolates were isolated from 170
fecal samples and constituted about
(11.17%), this result is consistent with (15)
who recorded that proportion of isolations
bacterium Salmonellae from diarrheal
cases of children in Baghdad (10%). In
contrast, study of (16) on Salmonellosis in
children, revealed highest proportion
(14.47%) of all (608) diarrhea cases in Al —
Qadsia province, while (17) found the
lowest percentage at (2.8%) in Baghdad,
and (18) in Mosul found that the
percentage of Salmonella isolations strains
account at (6%) from (450) human patients
stools, and a study of (19) recorded a
percentage (3.9%) of Salmonellosis in
diarrheal human. In the present study, five
different Salmonella species were recorded
in children, and this is incompatible with a
study by (20) who detect five serotypes  (
S,enteritidis  ,S.typhimurium,  S,hadar,
S.infantis and S.virchow) . Salmonellosis
has remained one of the three most
common meat associated diseases in
human (21), animal products are easily
contaminated with microorganisms and

support their growth if not properly
handled, processed and preserved (22, 23),
and the disease caused by Salmonellae
organisms is the most common and
important zoonotic diseases (24). Over the
last years, the number of supermarkets and
restaurants in Nasiria city has been
growing considerably due to the favorable
socioeconomic condition. These
supermarkets selling meat in parallel with
other different items as poultry products,
fish and meats. These products are
acquired directly from private farms or
through importation of these products from
other countries. In our study, , so this is
consistent with the record of (25) that
Salmonellosis has remained one of the
most common causes diarrheal diseases in
human, and gastroenteritis is the typical
disorder caused by non typhoidal
Salmonella infection as recorded by (26 ,
27). The results of age is compatible with a
previous study of Salmonellosis in Iraq by
(28) who found that children more than
five years old are more susceptible to
Salmonellosis.and with study of (20) who
record that the Children aged 2 are the
most affected age group (incidence 391.6
per 100 000 population). In the present
study, we observed differences in the
prevalence rate of diarrhea between male
and female. Male cases were of higher
percentage than females. A similar result
has been observed by (15, 16, 17) in Iraq.
On the contrary (29) reported that high
percentage of Salmonella (4%) in female
and low in male (2.4%), also ( 30) found
that female constituted about (4.81%) and
in male (3.66%).

Table (1): The results of culture characteristics of Salmonellae spp.

Culture Media

Morphology of colonies

Brilliant green agar

small, rounded, translucent rosy

Hekton enteric agar

small, smooth, rounded, green with black center

MacConkey agar

small, smooth , and pale

Salmonella-Shigella agar

small, smooth, rounded, pale with black center

Xylose-Lysine Deoxycholate agar

small, smooth, rounded, red in color with black center
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Table (2): The results of some biochemical tests of Salmonellae spp.

Figure (1): Calculate the numerical profile in Api-20E system
(1) : The test positive. (- ): The test negative.  (6704752): The numerical profile.
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Table (4): Different serotypes of Salmonellae isolated from diarrheic children.

Species Number Percentage%
Salmonella typhimurium 8 42.1
Salmonella braenderup 6 31.58
Salmonella hadar 3 15.78
Salmonella enteritidis 1 5.27
Salmonella munchen 1 5.27
Total 19

Table (5): Distribution of Salmonellae serotypes according to age.

Age-year No.of diarrheal case No.of salmonella isolates %

5-8 105 15 78.94

9-12 65 4 21.06

Total 170 19 11.17

Table (6): Distribution of Salmonellae serotypes according to gender.

Sex No.of diarrheal case NO. of salmonella isolates %

Male 93 13 68.42

Female 77 6 31.58

Total 170 19

REFERENCES:

1-

Polo, F.; Figueras; M.J.; Inza, L.; Sala, J.; Fleisher, J.M. and Guarro, J. (1999). Prevalence
of Salmonella serotypes in environmental waters and their relationships with indicator
organisms. Antonie von Leeuwenhoek.,75:285292.
Medeiros, M.1.; Neme, S.N.; Da Silva, P.; Capuano, D.M.; Errera, M.C.; Fernandes, S.A.;
Do Valle, G.R.; and De Avila, F.A. (2001). Etiology of acute diarrhea among children in
Ribeiro Preto-SP, Brazil. Rev. Inst. Med . Trop. Sao Paulo., 43: 21-24.
Obi, C.L. and Bessong, P.O. (2002). Diarrhoeagenic bacterial pathogens in HIV-positive
patients with diarrhoea in rural communities of Limpopo Province, South Africa. Journal
of Health Popular Nutrition., 20: 230-234.
Noda, T.; Murakami, K.; Ishiguro, Y. and Asai, T. (2010). Chicken meat is an infection
source of Salmonella serovar Infantis for humans in Japan. Foodborne Pathogens and
Disease., 7(6): 1-9.
Hald, T.; Lofo Wong, D.M. and Aarestrup, F.M. (2007). The attribution of human
infections with antimicrobial resistant Salmonella bacteria in Denmark to sources of
animal origin. Foodborne Pathogens and Disease., 4: 313-326.
Wales, A.D.; Allen, V.M. and Davies, R.H. (2010). Chemical treatment of animal feed
and water for the control of Salmonella. Foodborne Pathogens and Disease., 7(1): 1-15
Galanis, E.; Lofo Wong, D.M. and Patrick, M.E. (2006). Web based surveillance and
global Salmonella typhimurium InvA family of protein. Infection and Immunity., 63: 729-
732.
Popoff, M.Y.; Bockemuhl, J. and Gheesling, L.L. (2004). Supplement 2002 to the
Kauffman—White scheme. Res. Microbiol., 155: 568-570.
Quinn, P.J.; Carter, M.E.; Markey, B. and Carter, G.R. (2004). Clinical Veterinary
Microbiology. 6" Ed. Mosby an imp. Wolf, London.

153




Isolation And Serotyping Of Salmonella Species In Diarrheal Children

10- Cherneck, C.C. and Berger, B.J. (2008). " Salmonella: Rectal Culture, Swab Diagnostic"
In: Laboratory Test and Diagnostic Procedures. 5™ Ed. Published by Saunders, an imprint
of Elsevier Inc.

11-Jawetz, J.; Melnick, E. and Adelbergs, E. (2007). "Enterobacteriaceae" In: Review of
Medical Microbiology. 24™ Ed. Edited by Geo, F.; Janet S. and Stephen, M.c. Graw—Hill
companies, U.S.A., Pp:256-261.

12- Winn, W.J.; Allen, S.D.; Jauda, W.M.; Koneman, E.W.; Procop, G.W.; Schreckenberger,
P.C. and Woods, G. L. (2007). " Koneman's " Color Atlas and Text Book of Diagnostic
Microbiology. 6" Ed. Chapter 6, Lippincott — Williams and Wilkins Publisher.
Philadelphia. Newyork., Pp: 211-258.

13- Leboffe, M.J. and Piercr, B.E. (2005). Aphotographic Atlas for the "Microbiology
Laboratory". 3" Ed. Chapter 6, Douglas N. Morton. U.S.A., Pp: 45- 46.

14- Collins, C.H. and Lyne, P.M. (1987). Microbiological Methods. 5™ Ed. Butteworths Co.
UK.

15- Al-Kaby, F.J. (2000). A Study on diarrhoea in relation to malnutrition in children under 2
years in Baghdad. M.Sc. thesis, Medicine College /AL —Mustansiriya University- Iraq.

16- Al-Janabi, J.K. (2001). Identification of Salmonellae spp in children infected with
diarrthea in AL-Diwaniya City. M.Sc. thesis, Education College/ AL-Qadissiyah
University, Iraq.

17- Al-Taayi, Z.Q. (2002). Role of animal salmonellosis as causative agents of diarrhea in
children in Baghdad City. M.Sc. thesis, Vet. Med. College/ University of Baghdad- Iraq.

18- Al-Shamaa, S.D. (2001). Isolation and purification of enterotoxis from diarrheal cases in
Mosul City. Ph.D thesis, college of Science, University of Mosul - Iraq.

19-Rowe, J.S.; Shah, S.S.; Motlhagodi, S.; Bafana, M.; Tawanana, E.; Truong, H.T.; Wood,
S.M.; Zetola, N.M. and Steenhoff, A.P. (2010). An Epidemiologic review of
enteropathogens in Gaborone, Botswana: Shifting Patterns of resistance in an HIV
Endemic Region. PLoS one 5 (6).

20- Czerwinski, M.; Czarkowski, M.P. and Baumann, A. (2008). Salmonellosis in Poland in
2006. Przegl. Epidemiol., 62(2): 301-310.

21- Cooper,G.L.(1994).Salmonellosis infection in man and the chicken: Pathogenesis and the
development of live vaccines-a review.Vet. Bull.,64: p123

22-Siriken, B. (2004). The microbiological quality of ground beef in Aydin and Afyon
provinces, Turkey. Revuede Medecine Veterinaire. 155 (12): 632-636.

23-Norhana, M.N.; Poole, S.E.; Deeth, H.C. and Dykes, G.A. (2010). Prevalence, persistence
and control of Salmonella and Listeria in shrimp and shrimp products: A Review. Food
Control. J., 21: 343-361.

24-0Oie, (2008). Manual of diagnostic tests and vaccines for Terrestrial Manual:
Salmonellosis. Chapter 2. World Organization for Animal Health. Pp: 1267.

25- World Health Organization. (1997). Poor sanitation: global magnitude to the problem.
Environ. Health Newsletter.27, suppl: 4.

26- Goldberg, M.B. and Rubin, R.H. (1988).The spectrum of Sal/monella infection. infect.
Dis. Clin. North. Ann., 2: 571.

27-Bartlett, C.L.R. (1996). An overview of emerging food born and water borne disease. J.
East. Mediteran. Health.,2 :51-60.

28- Al-Hayali, G.M.F. (1993). Salmonellosis in Iraq, Afive years review 1985- 1989. Diploma
thesis, College of Medicine / AL- Nahrian

29- Al-Hamadawi, A.T.G. (2004). Effect of antibiotic on Enterobacteriaceae which isolations
and identifications from diarrheic children in AL-Diwaniya City. M.Sc. thesis, Education
College/AL-Qadissiyah University - Iraq.

30- Al-Janabi, J.K. (2006). Microbiological study of some causative agents of diarrhea in
children under five year of age in AL-Diwaniya City. Ph.D. thesis, AL-Qadissiyah
University - Iraq.

154



Thi-Qar Medical Journal (TQMJ): Vol(5) No(1):2011(149-155)

Ombadd) JUY) (e Salmonella Y salbad) b 58 diiialt g J e
Jigl

*r g (aa ) ae dilie 3 FQ A galgdl ae e s

duadAl)

JUbY) (e 5l 23503 170 (e Salmonella S sallad) L 585 #1531 J 3ad dl ,al) 038 <y yaf
e Gl pide GAedlend) (e Osilay Cpuiall S ey (R 12 -5) O pa el cag)
U dAdsilag b eledl) sl

il S all (8 Y all (i (e U aig (JWYI I (e ki salls e (19) Joe
S. (6) S. typhimurium (8) : s das Llail et ) sxile CulSs alary 3D sallill
. S. munchen(1)s S. enteritidis (1) « S. hadar ( 3)¢< braenderup
o sle e 5 «(%11.17) Salmonellae spp S salld) g 5l J e A o)) il & el
(%31.85) LY & cuilS Lad (%68.42) LS (A S sallid) sl o e dad culS Juday)
p3¢d JJe Ao Ao cuilss JubY) 8 dabiaa) 4y jeed) cilidl) & O galliall 4 iy J e A Ll
sl e 4 (8 -5) dgpendl Al 8 da g5 jal)

48 jidall Qo) pa¥) Baag e — B ddauad il ¥
15k a5 ) i) Al #¢

155



