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Abstract

Background: Salmonella spp. has rapidly gained resistance to ampicillin, chloramphenicol, co-
trimoxazole, and tetracycline (ACCoT) which necessitated the use of fluoroquinolones and
cephalosporins. However, there are reports on emergence of fluoroquinolone-resistant
Salmonella isolates in various parts of Asia and low resistance to third-generation
cephalosporins. The incidence of multi-drug resistant (MDR) Salmonella enterica serovar Typhi
(S. Typhi) in India increased in the 1990s. After a decade, studies showed reduced MDR
percentage. Hence this study was performed to detect antibiotic resistance patterns and
associated genes among clinical isolates of Salmonella.

Methods: A total of 171 clinical isolates of Salmonella isolates collected between 2011 to 2016
from a tertiary care hospital in Chennai, India were included. Antibiotic susceptibility testing and
screening for extended-spectrum [B-lactamase production was performed. Genes encoding
resistance to B-lactam antibiotics (blatem, blaspy, and blacrx-m), chloramphenicol (cat, cmlA, and
floR), co-trimoxazole (sull, sul2, sul3, and dfr), and tetracycline (tet(A), tet(B), tet(C), tet(D),
tet(E), and tet(G)) were detected using PCR and nucleotide sequencing analysis.

Results: The majority of the isolates were susceptible to ACCoT antibiotics, cephalosporins, and
carbapenems. Most of the isolates were resistant to nalidixic acid and 1.7% were sensitive to
ciprofloxacin. All the isolates (n=171) were negative for ESBL. Multidrug resistance was seen in
4.1% isolates and all the MDR Salmonella isolates were found to contain blargm-1(TEM-1-type
B-lactamase), cat, dfrA17, sull, and tet(B) genes.
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Conclusion: We have observed a low MDR prevalence and reduced susceptibility to the
fluoroquinolone, ciprofloxacin. This changing susceptibility pattern of Salmonella species over
time warrants continuous monitoring and judicious use of antibiotics to prevent the emergence of
resistant strains.
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Introduction

In the 1990s, the treatment of choice for infections due to Salmonella spp. included
chloramphenicol, ampicillin, co-trimoxazole (trimethoprim-sulfamethoxazole) or tetracycline
(ACCoT). However, Salmonella has rapidly gained resistance to these antibiotics which
necessitated the use of a quinolone (nalidixic acid), fluoroguinolones, such as ciprofloxacin and
cephalosporins as the drugs of choice for the treatment of enteric fever. There are reports on the
emergence of fluoroquinolone-resistant isolates in various parts of Asia. In 2001-2005, S. Typhi
resistance to fluoroquinolones was 10%, which increased to 66% during 2011-2015 and there
have belen a few reports of resistance to third-generation cephalosporins throughout both time
periods.

Chloramphenicol resistance is mediated by the plasmid encoded chloramphenicol
acetyltransferases (CAT)?, by a non-enzymatic chloramphenicol resistance gene cmlIA® or due to
chloramphenicol/florfenicol exporter encoded by a plasmid-borne gene floR.*

In clinical enterobacterial isolates, resistance to the B-lactam drug, ampicillin, occurred most
commonly due to plasmid encoded TEM- and SHV-B-lactamases. In Gram-negative enteric
bacteria, trimethoprim-insensitive dihydrofolate reductase (DHFR) encoded by different dfr
genes and drug resistant variants of dihydropteroate synthase (DHPS) encoded by plasmid-borne
sul genes are responsible for trimethoprim and sulfamethoxazole resistance.> Most of the dfr
genes have been found on transposons, plasmids and reside as gene cassettes within variable
parts of integrons which assist in the spread of trimethoprim resistance.*

In Gram-negative microorganisms, tetracycline resistance is mainly due to efflux proteins
expressed by tet genes.® Localization of tet genes on mobile genetic structures such as plasmids,
transposons, and integrons might accelerate the spread of tetracycline resistance among bacteria.*

The first multidrug-resistant (MDR) strains (i.e. Salmonella strains resistant to first line
antibiotics such as ampicillin, chloramphenicol, co-trimoxazole and tetracycline) of S. Typhi
emerged in Southeast Asia in 1987.” During the 1990s, there was an increased incidence of MDR
S. Typhi (MDRST) in India. After a decade, reports from India showed a decrease in MDR
percentage as low as 5%."

This study was performed to detect the pattern of drug resistance, p-lactamase production and

genes associated with resistance to ampicillin, chloramphenicol, co-trimoxazole, tetracycline in
Salmonella species from enteric fever cases in Chennai, India.
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Methods

A total of 171 consecutive, non-duplicate Salmonella isolates from blood samples of patients
attending tertiary care hospitals in Chennai during 2011 to 2016 were included in this study.
Standard biochemical procedures were followed for characterization and identification of the
isolates.® Salmonella isolates were serotyped using specific antisera procured from the King
Institute of Preventive Medicine and Research, Chennai, India.

Kirby—Bauer disk-diffusion method was performed to detect antibiotic susceptibility of the
isolates against 12 antibiotics as per CLSI 2017 guidelines.” The following antibiotics were
tested: ampicillin (10pg), chloramphenicol (30pg), co-trimoxazole (1.25/23.75uQ), tetracycline
(30ug), cefotaxime (30ug), ceftazidime (30ug), ceftriaxone (30ug), cefixime (5ug), cefepime
(30ug), nalidixic acid (30pg), ciprofloxacin (5pg) and imipenem (10ug). Antibiotic discs were
obtained from Hi-Media Laboratories. The MICs of ampicillin, chloramphenicol, and
tetracycline (Hi-Media Laboratories) were determined by the agar dilution method as per CLSI
2017 guidelines.’ Escherichia coli ATCC 25922 was used as the control strain.

Detection of B-lactamase-encoding genes and nucleotide sequencing analysis

Combination disc method was used for screening of extended-spectrum [B-lactamase (ESBL)
production among the isolates.® Detection of B-lactamase encoding genes blarem, blashy and
blactx.v Was carried out in MDR Salmonella isolates using polymerase chain reaction (PCR),
and nucleotide sequencing analysis was performed using an ABI 3730XL DNA Analyser
(Applied Biosystems).*°

Detection of genes encoding resistance to chloramphenicol, co-trimoxazole and tetracycline
and DNA sequencing

Genes encoding resistance to chloramphenicol (cat, cmlA and floR), co-trimoxazole (sull, sul2,
sul3 and dfr) and tetracycline (tet(A), tet(B), tet(C), tet(D), tet(E) and tet(G)) were detected in
MDR Salmonella isolates by PCR using published primer sets with a boiled suspension of
bacterial cells as the DNA template (Table 1). Amplification of target DNA was carried out in a
thermal cycler (Eppendorf, Germany) in a reaction mixture volume of 25 ul containing 1.5 U
Taq DNA polymerase (New England BiolLabs) in the reaction buffer provided by the
manufacturer containing 1.5 mM MgCl,,200uM dNTPs, 0.2 uM selected primer and 2 pul DNA
template. PCR products were separated by agarose (1.5 %) gel electrophoresis. The amplified
product was sequenced using an ABI 3730XL DNA Analyser (Applied Biosystems, USA).
Nucleotide sequences were analysed by searching GenBank using BLAST
(http://mwww.ncbi.nlm.nih.gov/blast/).
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Table 1: Primers nsed in this stady.

Amp licon

. . ' Annealing
Genels) Oligonwe leotide sequence (3" to 37 erature °C) size (hp) Reference
F: ATOAGTATTCLACATTTOCS
blarru 58 267
R CTOACACSTTACCALTGCTTA
F: GOTTATCOCGTTAT AT TOGCT
Blaemy &0 867 [11]
R TTAGOSTTOOCAGTGOTC
F: ATOTOCAGY AOC AGTAARGT
blacteu 30 593
R TGOCGTRAARTARGTS ACC AGL
F: L3 TTOGCACCATTC ACCCG
Cai 81 573 [12]
R TOOTGOTATTCACTODAG ACOS
" F: TOTCATTTACGGCATACTCG 55 455
e R ATCAGGCATCCCATTCCCAT
: F: CACOTTOLCCCTOTATAT 55 -
Jo R ATGCAGS AGTAG ALCGCG
F: TOGTGACGOTOTTOGGOATTC
all 63 729 [13]
R GUCACGCTITCOCAGAACOTS
i F: COCCATCOTOA BC A TAACT - -
R OTOTECGGATG ALGTCAG
w3 F:CATTCTAGEA S BCAGTCOTAGTTOR 51 -
R CATCTOCAGC TALOCTAGGOCTTTOGA
dff Al dfredl, | FOTGALACTATCLL TGS
dAls,
dfAILSh, 53 474
TG, R TTAACCCTTITGOCAGATTT
dfris1 6k
Al F: GAGCAGCTICTITTLA L ACT
: B0 393
dfAs R TTAGCCCTTTICCALTTTT
afaT, F: TTGAALATITCATTGATTG 5 o [14]
dfrAI7 R: TTAGCCTTTTTICC AL ATCT
dial, girge, | FrOATCACGTOCGOALGALATC - 141
gfE3 B A ACCOCAGOCACEOOAT AL AT
dfAlz F: GOTOS OO AAGATTTTTCGT
: £ 319
A3 B TOGCA LG A GOCETCACCOTS
_ F: OTALTTCTAGCACTITOGT . a17
R CTECCTOGACALCATTGCTT
(B F: CTCAGTATTCCLAGOCTT TS 5 206
R ACTOCCCTOACGCTT AGGCG (151
i F: GOTTGL AGCGCTO TOALGGGC 6 530
efiC) R COTCTTOCCOS AL TOGTCC
i F: GCAGCGLA AGCGTATTTGOG a0 -
etlG) R TOCCAALCGCTOTOCALCCAT
F: GCTOGTOATTACLACTOCTEG
fef (T 80 477
R AGTATTOCOSCAATIACELL [16]
F: CACTOTOATOATOGC ACTGS
fef(E) B0 463
R GUCTOTALS Gl AL GTTGACC
4
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Results

Of the 171 isolates recovered from blood cultures, 76.6% (131/171) were Salmonella Typhi,
22.2% (38/171) were Salmonella Paratyphi A, and 1.2% (2/171) were Salmonella Paratyphi B.
Antibiotic susceptibility patterns of S. Typhi and S. Paratyphi A isolates are shown in Table 2.
The S. Paratyphi B isolates were sensitive to all the antibiotics tested, except one isolate which
was resistant to nalidixic acid and intermediate resistant to ciprofloxacin.

Table 2: Antibiotic resistance pattern of the S. Typhi and

S. Paratyphi A isolates Of the 38 S. Paratyphi A isolates,
one was resistant to ACCoT
Antibiotics S. Typhi S. Paratyphi A |  Total antibiotics, three were resistant to
n(”zl?’l(; - (n=38) 7 (:: 163) ciprofloxacin  and all  were
T - 42 : 22 - 401 sensitive to the cephalosporins and
bic . : : : imipenem.  Minimum Inhibitory
Chloramphenicol 6 4.6 1 2.6 7 |41 Concentration (MIC) of 131 S,
(T:zt':;::m;)i(szc’le g 2'2 i 5'2 ; j‘i Typhi isolates showed sensitivity
- ti’(im - - - > —5—to— to ampicillin (<8 pg/ml) in 124
sz?a:idimee 5 5 5 5 T o (94.6%), and chloramphenicol
) (<8ug/ml) and tetracycline (<4
Ceftriaxone 0 0 0 0 0 0 .
Cefenime 5 5 5 5 10 pg/ml) in 125 (95.4%). Of the 38
c ﬁfim 5 5 5 5 T o S. Paratyphi A isolates, 37 (97.4%)
erme were sensitive to ampicillin
Nalidixic acid 126 | 96.2 38 100 | 164 | 97 .
Ciprofloxacin 6 | 46 3 75 o |53 CSug/ml), chloramphenicol - (<
. . . . )
imipenem 5 5 5 5 T o 8ug/ml) and tetracycline (<4

pg/ml).

Among the 171 Salmonella isolates tested, 163 (95.3%) were sensitive to ampicillin and 164
(95.9%) were sensitive to chloramphenicol, co-trimoxazole and tetracycline. Multidrug
resistance was seen in 7/171 (4.1%) isolates, in which six isolates were serotype S. Typhi and
one was S. Paratyphi A. All the Salmonella isolates (n=171) were susceptible to the
cephalosporins (cefotaxime, ceftazidime, ceftriaxone, and cefepime), except one isolate, which
showed intermediate resistance to cefixime. The majority of the isolates were resistant to
nalidixic acid (96.5%) and 1.7% were sensitive, 5.3% were resistant and 93% were intermediate
resistant to ciprofloxacin. However, 100% (171/171) sensitivity was observed for the
carbapenem antibiotic, imipenem.

All the isolates were negative for ESBL production by the combination disc method. TEM-type
B-lactamase (blatem) was detected in 7/171 (4.1%) isolates by PCR. Nucleotide sequencing
analysis revealed that the seven isolates carried the blatepm-1 gene (Accession number KF551994)
but not blasqyy and blactx-m genes. The isolates showed resistance to ampicillin but were
sensitive to the cephalosporins.
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Chloramphenicol resistance encoding gene cat was detected in 7/171 (4.1%) Salmonella isolates
which showed resistance to chloramphenicol. None of the isolates were positive for cmlA and
floR genes. The seven co-trimoxazole resistant Salmonella isolates were positive for dfr and sull
genes. Nucleotide sequence analysis revealed that the seven dfr positive isolates carried the
dfrA17 gene (GenBank accession number MK348062) and none of the resistant isolates (n = 7)
were positive for sul2, sul3, and other dfr genes tested in this study. Salmonella isolates which
showed resistance to tetracycline (7/171) were positive for tet(B) gene and negative for tet(A),
tet(C), tet(D), tet(E) and tet(G) genes.

Discussion

Enteric fever caused by Salmonella species is a major systemic infection in developing countries,
including India. Most of the isolates were sensitive to ACCoT drugs (ampicillin,
chloramphenicol, co-trimoxazole and tetracycline), cephalosporins and carbapenems. The seven
multidrug-resistant isolates were resistant to nalidixic acid and of intermediate resistance to
ciprofloxacin. All the MDR Salmonella isolates were sensitive to the cephalosporins tested in
this study.

Mutations in genes encoding DNA gyrase (gyrA and/or gyrB) and topoisomerase IV (parC
and/or parE) were reported to confer resistance to nalidixic acid and reduced susceptibility to
fluoroquinolones. Mutation analysis in quinolone resistance determining regions of gyrA/gyrB
and parC/parE were not analysed in this study. Several studies have documented that there is a
steady increase in fluoroquinolone resistant Salmonella strains in India.! Nalidixic acid resistant
Salmonella isolates have been reported to show decreased fluoroquinolone susceptibility in-vivo,
which affects the treatment outcome. This led to a revision of ciprofloxacin breakpoints in CLSI
guidelines 2012,* and we have interpreted our results based on CLSI 2017 guidelines. As per the
revised CLSI guidelines, 1.7% of our study isolates were sensitive to ciprofloxacin with the
majority in the intermediate range.

Chloramphenicol has been considered as a treatment of choice for enteric fever from 1948 until
the 1970s, when widespread resistance occurred. The common mechanism of resistance to
chloramphenicol in bacteria is its enzymatic inactivation by acetylation via acetyltransferases
encoded by the cat gene,? which was detected in the seven chloramphenicol resistant Salmonella
isolates in our study.

Ampicillin and co-trimoxazole were introduced in the treatment of infection caused by
chloramphenicol resistant Salmonella strains. Ampicillin resistance in Salmonella is mainly due
to the production of B-lactamase. We have detected blargm-1 gene which encodes TEM-1 B-
lactamase in our isolates. The TEM-1 B-lactamase has been shown to hydrolyze only penicillins
and early cephalosporins, but the resistance range of TEM-1descendants may extend to broad-
spectrum (3" and 4"generation) cephalosporins.’

The combination of trimethoprim-sulfamethoxazole (co-trimoxazole) has been shown to have a
synergistic effect and affects folic acid synthesis in bacteria. Most trimethoprim—

6
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sulfamethoxazole resistance genes reside within integrons (horizontally transferable genetic
elements) which play an important role in their dissemination.” The plasmid borne dfrA17 gene,
which encodes trimethoprim insensitive dihydrofolate reductase was detected in seven co-
trimoxazole resistant isolates. However, to the best of our knowledge there are no reports on
dihydrofolate reductase (DfrAl7) producing typhoidal Salmonella from India. The seven co-
trimoxazole resistant isolates in our study which were positive for dfr gene, also carried the
sulfamethoxazole resistant gene sull. In Salmonella, tetracycline resistance is mainly associated
with tet(A), tet(B), tet(C), tet(D) or tet(G) genes." Only tet(B) gene was detected among
tetracycline resistant isolates in our study.

Multidrug-resistance in Salmonella due to transferable plasmids was reported worldwide in the
late 1980s. A study on enteric fever in five Asian countries (India, China, Indonesia, Pakistan,
and Vietnam) revealed that the prevalence of MDRST ranged from 7-65%.'® The National
Salmonella Phage Typing Centre in New Delhi conducted a study from 1990 to 1992 across
India and reported that about 64% of S. Typhi were multidrug resistant. The study also reported
that a high percentage of MDR isolates (71.5%) were observed in Central India, followed by
North India (62%) and South India (58.2%2.19 In comparison with previous studies, which
reported more than 50% MDR Salmonella,*®*° we have observed a low MDR prevalence (7/171,
4.1%) among our study isolates, which is in agreement with a multicentre study report (less than
5% MDI;\’) from India.’ A decreasing trend has been reported in the isolation of MDRST strains
in India.

Conclusion

Over the last decade there has been a notable decline in MDR and re-emergence of Salmonella
strains susceptible to ampicillin, chloramphenicol and co-trimoxazole. Several studies have also
suggested the reuse of these first line antibiotics in the treatment of enteric fever. We have
observed a decrease in susceptibility to ciprofloxacin, which requires MIC testing for
susceptibility, along with stringent antibiotic policies to prevent the selection of existing resistant
sub populations. This changing susceptibility pattern of Salmonella species over time warrants
continuous monitoring and judicious use of antibiotics to prevent the emergence of resistant
strains.
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