ISSN 1991-3494 5.2019

BULLETIN OF NATIONAL ACADEMY OF SCIENCES
OF THE REPUBLIC OF KAZAKHSTAN

ISSN 1991-3494
Volume 5, Number 381 (2019), 199 —209 https://doi.org/10.32014/2019.2518-1467.140

UDC 579.256

I. S. Korotetskiy', A. B. Jumagaziyeva', O. N. Reva’, T. V. Kuznetsova ',
S. V. Shvidko', Z. A. Iskakbayeva ', A. H. Myrzabayeva', A. 1. Tlin'

'Scientific Center for Anti-Infectious Drugs (Scaid), Almaty, Kazakhstan,
*Centre for Bioinformatics and Computational Biology; Department of Biochemistry,
Genetics and Microbiology; University of Pretoria South Africa.

E-mail: lacdal@mail.ru, r dawa@mail.ru, oleg.reva@up.ac.za, raduga.30@mail.ru,
ranyar1989@mail.ru, zhanara 07 74(@mail.ru, m.aues@mail.ru, ilin_ai@mail.ru

ISOLATION AND CHARACTERIZATION ISOLATES
OF NOSOCOMIAL INFECTIONS

Abstract. The study aimed to identify clinical isolates of nosocomial infections to characterize and create a
Bank of strains to study the phenomenon of reversion of antibiotic sensitivity in different types of pathogenic
bacteria.

Methods: Clinical isolates from patients suffering from nosocomial infections were plated on respective media
to obtain pure cultures, which then were identified and characterized by morpho-cultural, tinctorial, physiological
and biochemical traits carried out using standard test systems. The antibiotic sensitivity profile of clinical isolates
was studied by the disco-diffusion method. Isolation of DNA from bacteria was carried out using the PureLink
Genomic DNA Kit. DNA library for sequencing was obtained by the enzymatic approach using the Ion Xpress Plus
Fragment Library Kit (Life Technologies, USA). Barcoding of isolates was carried out using the Xpress Barcode
Adapters Kit (Life Technologies, USA). Sequencing of the resulting library was carried out on 318 chips using the
Ion PGM Hi-Q View Sequencing Kit. Quality of the reads and trimming of DNA fragments were carried out using
the computer programs fastqc and Cassava fastq filter. Genome fragments were assembled using Velvet 1.2.10.
Large genome fragments were used to search for the closest reference genomes in the NCBI database. The complete
genomes of the isolates were used as reference sequences for an alignment of the generated DNA reads using the
program bowtic2. The completeness of the final assemblies was evaluated by the program BUSCO. Genome
annotation was carried out using the NCBI annotation pipeline.

The results of the quantitative studies were processed using one-way ANOVA single-factor variance analysis
followed by a statistical analysis using the software package GraphPad Prism 6.

In total, 12 clinical isolates were obtained. Complete genome sequence of four isolates was determined -
Enterococcus faecalis PHRX1, Pseudomonas aeruginosa WND1-2019, P. aeruginosa WND2-2019, and P. aeru-
ginosa WND3-2019. Annotated genomes were deposited at the NCBI database.

Key words: nosocomial infections, isolates, DNA, sequencing, FEnterococcus faecalis, Pseudomonas
aeruginosa.

Introduction. Despite the achievements of the modem medicine, the problem of nosocomial infec-
tions remains one of the most urgent at present, which leads to over-spending of additional resources and
poses a threat to human health and life. Maternity and obstetric facilities (40% of all registered diseases)
and surgical hospitals (15%) are recognized as the most vulnerable arcas suffering from the spread of
infections [1-3].

Pathogens of nosocomial infections are formed in hospitals in close contact between individual
patients, as well as between patients and staff, where there is a possibility of circulation of highly virulent
pathogens [4]. Against the background of the use of antibiotics, selection of antibiotic-resistant strains that
pose the greatest threat to the health of patients occurs. The most commonly isolated nosocomial
pathogens are Escherichia coli and Staphylococcus aureus, and every 10 cases of nosocomial infections
caused by Pseudomonas aeruginosa. Less common are Clostridium difficile, Enterococcus and
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Enterobacter, Candida albicans, Klebsiella pneumoniae, Proteus mirabilis, Streptococcus, in several
cases — other types of Candida, Acinetobacter, Serratia marcescens, Citrobacter, Haemophilus influenza,
ete. [5-7].

For reasons of nosocomial infections, the course of treatment of patients is extended by an average
of 10 days, the cost of treatment increases 3-4 times and 5-7 times increases the risk of death. Of every
100 hospitalized patients, 7 in developed and 10 in developing countries are infected with nosocomial
infections [8]. This problem arose because of the poorly developed system of epidemic surveillance and
the lack of effective control methods [9, 10].

Annually 6 to 27% patients in Europe are suffering from hospital infections. These numbers in the
USA are about 7-8% and 2-3% in Russian Federation [11] bringing the economic damage to 10-15 billion
rubles in Russia; — 7 billion euros in Europe and 6.5 billion dollars per year in the USA [12].

Currently, the number of antibiotics effective against nosocomial infections has sharply decreased
[13-15]. The key of prevention of nosocomial infections is timely diagnosis with an emphasis on the use
of targeted antimicrobial therapy. Genomic analysis of individual organisms and characterization of
population dynamics of microbial communities make it easier to identify new pathogens to better track
discase outbreaks and to study the evolution of antibiotic resistance.

The study aimed to identify clinical isolates of nosocomial infections to characterize and create a
Bank of strains to study the mechanisms and prospects of clinical use of drugs that cause reversion of
pathogens to antibiotic sensitive phenotype.

Methods. Primary identification of clinical isolates, preparation of pure cultures, morpho-cultural,
tinctorial, physiological and biochemical trials were carried out following the «Manual for the Laboratory
Identification and Antimicrobial Susceptibility Testing of Bacterial Pathogens of Public Health Impor-
tance in the Developing Worldy (WHO/CDS/CSR/RMD/2003.6), M35-A2 Abbreviation Identification of
Bacteria and Yeasts Approved Guideline-Second Edition[16, 17], CLSI and Bergey's Manual of Syste-
matic Bacteriology [18]. For typing isolates used well-standardized commercial test system STREPTOtest
16, STAPHYtest 16, EN-COCCUStest and NEFERMtest 24 [19]. Alpha-hemolysis (o-hemolysis) is a
partial or “green” hemolysis associated with reduction of red cell hemoglobin. Alpha hemolysis is caused
by hydrogen peroxide produced by the bacterium, oxidizing hemoglobin to green methemoglobin. Beta-
hemolysis (B-hemolysis) is associated with complete lysis of red cells surrounding the colony.

Antibiotic sensitivity profiling of clinical isolates was performed by the disco-diffusion method [20].
Determination of the biofilm-forming ability of the isolates was carried out as described before [21].

DNA samples were extracted from bacterial cells using PureLink Genomic DNA Kits (Publication
Number: MANO0000601, Revision 2.0) following the manufacturer’s recommendations. The quality and
quantity of the resulting DNA samples were determined using the NanoDrop 2000¢ spectrophotometer
(Thermo Scientific, USA) at optical wavelengths of 260 and 280 nm.

The Ion Torrent PGM sequencer (USA) was used to sequence genomic DNA samples. The library for
sequencing was obtained by an enzymatic approach using the lon Xpress Plus Fragment Library Kit (Life
Technologies, USA). The degree and quality of fragmentation of the library were evaluated by capillary
electrophoresis Bioanalyzer 2100 (Agilent). DNA read barcoding for multiplex sequencing was carried
out using the Xpress Barcode Adapters Kit (Life Technologies, USA). Sequencing of the resulting library
was carried out on a 318 chip using lon PGM Hi-Q View Sequencing Kit. At each of the intermediate
stages, the quality and quantity of the DNA library were monitored. All operations were carried out
according to the manufacturer's instructions.

The quality control and trimming of DNA reads were carried out using the computer programs fastgc
and Cassava fastq filter. DNA reads were assembled using Velvet 1.2.10. Large genome contigs were
used to search for the closest reference genomes in the NCBI database. The complete genomes of the
isolates were then assembled by aligning DNA reads against the respective reference genomes using the
program Bowtie2 implemented in UGENE 1.32.0 [22].

The completeness of the final assemblies was evaluated by benchmarking universal single-copy
orthologous genes (BUSCO) [23]. Automatic search for coding genes was carried by NCBI annotation
pipeline.

The results of the quantitative studies were processed using the one-way ANOVA single-factor
variance analysis followed by a statistical analysis using the software package GraphPad Prism 6.
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Results. During the period from 2018 to 2019, a collection of clinical isolates of nosocomial
infections from hospitals of phthisiological profile in Almaty and Almaty region was carried out. In result,
a collection of 12 strains of pathogenic microorganisms causing nosocomial infections has been created.
The primary identification of the isolates was carried out on selective and differential diagnostic media,
according to generally accepted methods. Table 1 presents the data about the source and species affiliation
of the obtained isolates.

Table 1 — Clinical isolates, their sources and species identification

# Isolate Source Cell morphology
1 Staphylococcus spp. 01-18 Urine Single, pairs and in the form in grape-like clusters
2 Staphylococcus spp. 02-18 Purulent wound Single, pairs and in the form in grape
3 Staphylococcus spp. 03-18 Vagina Single, pairs and in the form in grape
4 Staphylococcus spp. 04-18 Pharynx Single, pairs and in the form in grape
5 Staphylococcus spp. 05-18 Incubation tube of an Single, pairs and in the form in grape

intensive care unit
6 St.pneumoniae spp. 01-18 Sputum Paired cocci, oval and slightly elongated lanceolate cells
7 P.aeruginosa spp. 01-18 Purulent wound Rod-shaped asporogenic cells in pairs or in short chains
8 P.aeruginosa spp. 02-18 Purulent wound Rod-shaped asporogenic cells in pairs or in short chains
9 E.faecalis spp. 01-18 Pharynx Cells in pairs (diplococcei) or short chains
10 | P.aeruginosa spp. 01-19 Purulent wound Rod-shaped asporogenic cells in pairs or in short chains
11 | P.aeruginosa spp. 02-19 Purulent wound Rod-shaped asporogenic cells in pairs or in short chains
12 | P.aeruginosa spp. 03-19 Purulent wound Rod-shaped asporogenic cells in pairs or in short chains

Tinctorial properties of all obtained clinical isolates were studied using the standard commercial kits.
A study of morpho-cultural and physiology-biochemical characteristics of the isolates was carried out
subsequently. Morphological characteristics of colonies including the characteristic pigmentation of the
bacterial growth, ability to grow on diagnostic liquid and solid media were recorded for different isolates.
Table 2 characterize physiological and biochemical features of clinical isolates of Staphylococcus spp.

Table 2 — Physiological and biochemical features of clinical isolates of Staphylococcus spp.

Isolates
Kot isst Stapylococcus | Stapylococcus | Stapylococcus | Stapylococcus | Stapylococcus
spp. 01-18 spp. 02-18 spp. 03-18 spp. 04-18 spp. 05-18
Reaction
Hemolysis o o o o o
(a-hemolysis) | (o-hemolysis) | (B- hemolysis) | (p- hemolysis) | (a-hemolysis)
DNase + - + + +
Plasmocoagulase + + + = +
Lecithinase + + - - +
Catalase + + + + +
Oxidase + + + + +
Omithine decarboxylase + - + + +
Arginine dihydrolase + + + + +
Lysine decarboxylase + + + + +
Fermentation of carbohydrates
Sucrose + + + € +
Lactose - - + € =+
Ramnose + + - - -
Dulcitol - - - - -
Mannitol + + + + +
Biofilm formation index 1,13 1,10 1,21 1,18 1,29
Note: «+y positive test result, «—» negative test result.

— 201 =——



Bulletin the National academy of sciences of the Republic of Kazakhstan

According to the data in table 2, the clinical isolates of Staphylococcus spp. showed the hemolytic
activity with formation of zones of a - and B-hemolysis; DNase, plasmocoagulase, lecithinase (for some
isolates), catalase, oxidase and arginine dihydrolase activities, as well as the ability to decarboxylate
omnithine and lysine. Coagulase causes clotting of blood plasma. Staphylococci producing this enzyme are
covered with a fibrin capsule that protects them from phagocytosis. Large concentrations of coagulase
circulating in the host body lead to a decrease in blood clotting, hemodynamic disorders, progressive
oxygen starvation of tissues. In laboratories, an identification of the coagulase activity deems possible
pathogenicity of isolated Staphylococcus strains. The enzyme lecithinase destroys lecithin in the cell
membranes of leukocytes and other cells, which promotes leukopenia. DNase causes depolymerization of
DNA and also is considered as a pathogenicity factor characteristic also for infections caused by S. aureus.
The presence of these exoenzymes, as well as the ability to ferment sucrose, lactose, rhamnose, and
mannitol, all indicate a high virulence potential of the isolates.

Besides, active formation of biofilm by these strains was recorded. The indexes of biofilm formation
ranged from 1.10 to 1.29, which is regarded as a strong propensity for biofilm formation [21]. Given the
above features, these isolates can be attributed to cultures with a high virulent potential.

The results of the biochemical trial of Streptococcus pneumoniae isolates are shown in table 3.

Table 3 — Physiological and biochemical traits of the clinical isolate of Streptococcus pneumoniae

Name of test Reaction

Hemolysis a-hemolysis
Catalase test -
Motility test -
Growth in anaerobic conditions +
Arginine dihydrolase +
Ornithine decarboxylase -
Fermentation of carbohydrates:

Sucrose +
Lactose =+
Mannitol +

Note: «+y positive test result, «—» negative test result.

The clinical isolate of Streptococcus pneumoniae grew under anaerobic conditions and fermented
sucrose, lactose and mannitol. The presence of the exotoxin, hemolysin, which is responsible for
hemolytic and cytotoxicity activities, was recorded by the formation of zones of a-hemolysis. The index of
biofilm formation for this strain was around 2.10, which indicates a high propensity to form biofilms. All
these features including the arginine dihydrolase activity imply high virulence of these isolates.

Similar biochemical trials were carried out for the isolates affiliated with the genus Pseudomonas
(table 4).

Isolates of Pseudomonas aeruginosa could grow at 42 °Cand produce pigment pyocyanin. Pyocyvanin
producing isolates are commonly found in the sputum of patients with cystic fibrosis. An important factor
of the pathogenicity of P. aeruginosa is the production of extracellular mucus formed by surface
glycoproteins. This mucus forms a biofilm around the infected tissues leading eventually to chronic
infections. Such biofilm can be formed on objects of the hospital environment that contributes to the
spread of nosocomial infections. All isolated strains of P. aeruginosa actively formed biofilms. The value
of the biofilm formation indexes was in the range of 2.56 to 7.30, which is seen as a strong biofilm
propensity [21]. Additionally, the isolates produced positive reactions to oxidase and catalase. The
complex of the recorded traits allows referring the isolates to high-virulent strains.

L. faecalis isolate from throat was characterized by such traits as a-hemolysis, P-galactosidase,
glucuronidase, arginine dihydrolase activity and the ability to decarboxylate lysine and ornithine. The
isolate also activity fermented lactose, sucrose, mannitol, trehalose, cellobiose, melibiose, sorbitol,
inositol, adonitol and arabitol (table 5). It was concluded that this isolate represents a highly virulent strain
of E. faecalis.
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Table 4 — Physiological and biochemical traits of the clinical isolates of Pseudomonas aeruginosa
Isolates
Pseudomonas Pseudomonas Pseudomonas Pseudomonas Pseudomonas
Name of test aeruginosa spp. aeruginosa spp. aeruginosa spp. aeruginosa spp. aeruginosa
01-18 02-18 01-2019 02-2019 spp. 03-2019
Reaction
Growth at42 °C & + + + +
Pyocyanin production i + + + +
Oxidase test i + + + +
Catalase test + + + + +
Lysine decarboxylase - - - - -
Arginine dihydrolase - - + + +
Ornithine decarboxylase & + - - -
Gelatin hydrolysis test + =+ + + +
Fermentation of carbohydrates
Glucose — — — — —
Maltose — — — — +
Mannitol — — — — —
Sucrose — — — — —
Lactose — — — — —
Biofilm formation index 292 2,56 7.3 6,2 5,9

Note: «+y positive test result, «—» negative test result.

Table 5 — Physiological and biochemical traits of the clinical isolate E. faecalis.

Name of test

Reaction

Hemolysis

A-reMOJIn3

Lecithinase test

B-galactosidase

+

B-xylosidase

B-glucuronidase

Ormithine decarboxylase

Arginine dihydrolase

Lysine decarboxylase

++]+[+

Fermentation of carbohydrates

Lactose

+

Sucrose

+

Raffinose

Dulcitol

Mannitol

Trehalose

Cellobiose

Mellibiose

Sorbitol

+ |+ +[+]+

Salicine

Malonate

Aesculine

Inositol

Adonitol

Arabitol

++]+

Simmons citrate

H,S

Urease

Note: «+y positive test result, «—» negative test result.
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All studied isolates were properly identified to the genus and species level and accession numbers of
the JSC "Scientific Centre for Anti-infectious Drugs" - SCAID culture collection were assigned according
to international standards and specifications of collecting virulent clinical isolates [17-19].

On the next step of the study, profiles of antibiotic sensitivity were detected for all isolates. The
evaluation was performed by the disco-diffusion method using 12 the most common antibiotics (table 6).

Table 6 — Sensitivity of clinical isolates to antibacterial drugs

Antibiotics concentration, pg/disc
OX | CZ |AMX | GEN | MRP | IMP | AK E |AZM| CIR | TOB | CB

Tualates 1 30 | 10 |3 | 10| 10|10 ] 10]3]|3 ]3] 10

Zones of growth inhibition, M+StD, mm (according to CLSI)
g 25+ | 40+ | 30+ | 25+ | 33+ | 50+ | 20+ | 10+ |6+0 [ 30+ | 25+ | 42+
aureus 115 | 115 | 1.15 | 058 | 1.15 | 1.15 | 058 | 058 | ®) | 1.15 | 1.15 | 0.58

SCAID URN1-2018 o loleoleole !l | ® ® | © | ©

23+ | 40+ | 45+ | 30+ [ 35+ | 56+ | 20+ | 32+ | 28+ | 30+ | 30+ | 25+
115 | 115 | 1.15 | 058 | 1.15 | 1.15 | 0.58 | 0.58 | 0.58 | 1.15 | 0.58 | 0.58
S| |SO OO C ]G |66 6
18+ | 364+ | 30% | 25+ | 33+ | 52+ | 25+ | 6+0 [ 6£0 | 30+ | 23+ | 30
0.58 | 1.15 | 1.15 | 0.58 | 1.15 | 1.15 | 058 | (R) | (R) | 1.15 | 0.58 | 0.58
OEROREOREEORREORREORNNS), OEEOREC)
23+ | 40+ | 40+ | 30+ | 40+ | 53 | 23+ | 27+ | 30+ | 30+ | 30+ | 45+
0.58 | 1.15 | 1.15 | 0.58 | 1.15 | 1.15 | 0.58 | 0.58 | 1.15 | 0.58 | 1.15 | 115
S| |SO OO C |G| 6 6
6+£0 | 60| 6+0| 12+ |6+0| 10% | 20+ [6£0 [ 6+0 | 60| 25+ [ 6£0

S.aureus
SCAID WND1-2018

S.aureus
SCAID VGN1-2018

S.aureus
SCAID PHRX1-2018

St.pneumoniae
R | ®R | ® [058]®R) [058]058| R | R) | ®R|058]| R
SCAID SPT1-2018
®R) ®) | ) (S)
E. faecalis 6023+ |25+ |21+ |29+ |23+ | 15+ |60 | 14+ | 34| 19+ | 25+

®) | 115 1,15 058 | 1,15] 058 | 0,58 | ®) | 058115058 1,15
OEEORREOREON RO OHEEORREORES)
60 | 60| 6+0| 30+ | 35+ | 364 | 25+ | 6+0 | 30+ | 25+ | 35+ | 27+
115 | 1,15 | 1,15 | 058 | ®) | 1,15 | 058 | 1,15 | 0,58
OEEOREORES). OREEORRORES)
6+0 |6+0|6+0| 10+ | 23+ | 30+ | 15+ |60 | 22+ | 6+0 | 18+ | 10+
® | ® | ® |058|115]058]058| ® |058]| ® |058] 058
SSEEOREORES) ) S | ®)
25k | 35+ | 354 | 254 | 35+ | 50+ | 23+ | 30+ | 30+ | 30+ | 28+ | 35+
0,58 | 1,15 | 1,15 | 0,58 | 1,15 | 1,15 | 0,58 | 1,15 | 1,15 | 1,15 | 0,58 | 1,15
S [ G| S | S| S| O[S || 6] 6

SCAID PHRX1-2018

Pseudomonas aeruginosa
SCAID WNDI1-2018 (R) (R) (R)

Pseudomonas aeruginosa
SCAID WND2-2018

S.aureus
SCAID ITICU1-2018

Pseudomonas aeruginosa spp. | 020 [ 6% 0620 | o3 | 34+ 272 120+ 1520 232 | 14 | 620 [ 25+
) ' ® | ® | ® 058 | 058|058 | ® |058]058]| ® | 058
SCAID WND1-2019 O] el Iyl v & | o &

60 | 6x0[6£0] 20| 20+ 8+ [ 24+ | 60| 6+0(12+£0] 25+ | 14+
®R) ®R) R) | 058 ] 0,58 | 058 [ 058 [ (R) ®R) ®R) | 0,58 | 0,58
S| 6 | ® | S | ®)
620 | 60|60 |60 25+ |25+ |20+ [ 15|25+ |60 15+ 20+
®R) ®R) ®R) R) | 058 0,58 0,58 |05 ]058] (R) | 0,58 | 0,58
OREEOREORRORRS S | D
Note: «OX» - Oxacillin, «CZ» - Cefazolin, «:AMX» - Amoxycillin, «GEN» - Gentamicin, «MRP» - Meropenem,
«IMP» - Imipenem, «AK» - Amikacin, «E» -Erythromycin, «AZM» - Azithromycin, «CTR» - Ceftriaxone, «TOB» -
Tobramycin, «CB» - Carbenicillin, «R» - Resistant, «I» - Intermediate, «S» - Sensitive.

Pseudomonas aeruginosa spp.
SCAID WND2-2019

Pseudomonas aeruginosa spp.
SCAID WND3-2019

The studied clinical isolates were characterized by varying degrees of sensitivity to antibiotics. The
isolates S. aureus SCAID URN1-2018 and S. aureus SCAID VGN1-2018 showed sensitivity to almost all
classes of investigated antibiotics. Surprisingly, these strains showed resistance to azithromycin that is
considered as a last resort reserved drug against staphylococcal infections. Clinical isolates S. aureus
SCAID WND1-2018, S. aureus SCAID ITICU1-2018 and S. aureus SCAID PHRX1-2018 were sensitive
to all the antibacterial drugs in the study.
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Antibiotic sensitivity profiling of S. pneumoniae SCAID SPT1-2018 revealed a polyresistance of this
culture. Resistance to oxacillin, cefazolin, amoxicillin, gentamicin, meropenem, imipenem, erythromycin,
azithromycin, ceftriaxone and carbenicillin was observed. The strain was sensitive to amikacin and
tobramycin, only.

The strain P. aeruginosa SCAID WND2-2018 also showed a significant resistance to a wide range of
antibiotics including oxacillin, cefazolin, amoxicillin, gentamicin, erythromycin, ceftriaxone and carbe-
nicillin; to carbapenem antibiotics, meropenem and imipenem, and also to to amikacin, azithromycin and
tobramycin. Another P. aeruginosa isolate, SCAID WND1-2018, was resistant to oxacillin, cefazolin,
amoxicillin and erythromycin but sensitive to gentamicin, meropenem, imipenem, amikacin, azithro-
mycin, ceftriaxone, tobramycin and carbenicillin.

The strain P. aeruginosa SCAID WND1-2019 was characterized by resistance to oxacillin, cefazolin,
amoxicillin, erythromycin and tobramycin. This clinical isolate was sensitive to carbapenems, — mero-
penem and imipenem, as well as to amikacin, azithromycin, carbenicillin, and gentamicin. An interme-
diate resistance was observed against ceftriaxone. Of the strain P. aeruginosa SCAID WND2-2019 was a
multidrug resistant isolated showing sensitivity only to gentamicin, meropenem, amikacin and tobramycin.
It was resistant to oxacillin, cefazolin, amoxicillin, imipenem, erythromycin, azithromycin, carbenicillin
and ceftriaxone. The last P. aeruginosa isolate, SCAID WND3-2019, was characterized by resistance to
oxacillin, cefazolin, amoxicillin, gentamicin and ceftriaxone. It was sensitive to carbapenems and to
amikacin, azithromycin and tobramycin. An intermediate resistance was observed against erythromycin
and carbenicillin.

E. faecalis SCAID PHRX1-2018 showed sensitivity to all the studied antibiotics but to erythromycin
and oxacillin with an intermediate sensitivity to azithromycin.

Four isolates were selected for subsequent whole genome sequencing that was carried out on the Ion
Torrent PGM platform. Assembly and annotation of complete genome sequences was performed as it was
explained in detail in the section Methods.

De novo assembly was carried out by Velvet 1.2.10 assembler. The largest contigs were used to
search for homologous sequences through NCBI nr database. Identified closed genomes were used for re-
sequencing by mapping DNA reads with the program Bowtie2. For the isolate P. aeruginosa SCAID
WND1-2019 the reference genome was the strain P. aeruginosa Pb18 (access number CP015650), for P.
aeruginosa SCAID WND2-2019 — the strain P. aeruginosa AJ D 2 (access number CP038661) and for P.
aeruginosa SCAID WND3-2019 — P. aeruginosa AR442 (access number CP029090).

Analysis of contigs of £. faecalis SCAID PHRX1-2018 revealed presence of a plasmid. Therefore,
two reference sequences were identified: complete genome sequence of E. faecalis KB1 (access number
CP022712), and for plasmid sequence of an E. faecalis plasmid pPD1 (access number KT290268).

Consensus complete genome sequences of the selected isolates were obtained BAM files of align-
ments of DNA reads using preserving the length of the reference genome that allowed copying the
annotation of the reference genome to the obtained sequences. The gene prediction then was checked by
the NCBI annotation pipeline. Unmapped regions and loci of ambiguity were marked by 100 N” trails. The
resulted genome sequences were deposited at NCBI as shown in table 7.

Table 7 — Whole genome sequences of SCAID virulent clinical isolates deposited at NCBI

Sl GGZBCank inclic?ﬁigtgaps GC-content B[ci)sn?;ge%eel?eos?e
P. aeruginosa SCAID WND1-2019 CP041787.1 6,267,146 bp 66.57% 95.1%
P. aeruginosa SCAID WND2-2019 CP041786.1 6,185,611 bp 66.7% 98.2%
P. aeruginosa SCAID WND3-2019 CP041785.1 6,382,154 bp 66.61% 97.8%
E. faecalis SCAID PHRX1-2018 (chromosome) CP041877.1 2,597,557 bp 37.92% 43.8%
E. faecalis SCAID PHRX1-2018 (plasmid) CPO41878.1 98263 bp 35.81% Not applicable

Raw sequencing data for all these sequenced strains also was made available from NCBI at
BioProject accession numbers: PRINAS55137 for E. faecalis SCAID PHRX1-2018 and PRINAS554979
for all sequenced P. aeruginosa clinical isolates.
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A search for genetic drug resistance determinants in whole genome sequences was performed by the
on-ling service CARD RDI (https://card. mcmaster.ca/analyze/rgi) using NCBI accession numbers of the
sequenced genomes as an input. A summary of this analysis is shown in table 8.

Table 8 — Identification of drug resistance determinants in whole genome sequences by CARD RDI

Genome Gene category Gene Possible association with drug resistance
number
Acridine; aminocoumarins; aminoglycosides;
Antibiotic efflux pumps 43 carbapenems; cephalosporins; fluoroquinolones;
macrolides; tetracycline and others
b. aeruginosa Lactamases 5 Beta-lactam antibiotics
CP041787 — ; ; ; ;
Other antibiotic inactivators excluding 5 Aminoglycosides; carbapenems; cephalosporins
lactamases
Antibiotic target alteration enzymes 3 Polypeptide antibiotics
Acridine; aminocoumarins; aminoglycosides;
Antibiotic efflux pumps 43 carbapenems; cephalosporins; fluoroquinolones;
macrolides; tetracycline and others
P. aeruginosa Lactamases 5 Beta-lactam antibiotics
CP041786 Other antibiotic inactivators excluding 5 Aminoglycosides; carbapenems; cephalosporins
lactamases
Antibiotic target alteration enzymes 4 ﬂu(_)r(_)ql_nnolones; AyberyEns and pepude
antibiotics
Acridine; aminocoumarins; aminoglycosides;
Antibiotic efflux pumps 42 carbapenems; cephalosporins; fluoroquinolones;
macrolides; tetracycline and others
P. aeruginosa Lactamases 4 Beta-lactam antibiotics
CP041785 Other antibiotic inactivators excluding 5 Aminoglycosides; carbapenems; cephalosporins
lactamases
Antibiotic target alteration enzymes Polypeptide antibiotics
Antibiotic target replacement proteins 2 Sulfone and sulfonamide antibiotics
o Cephalosporins; fluoroquinolones; macrolides;
aniibieiie sl pmgs . peptide antibiotics; rifamycin and tetracycline
E. faecalis Lactamases 2 Beta-lactam antibiotics
CP041877 T e Tdes TR -
(chromosome) | Antibiotic target protection proteins 1 Hsovaity; Madiotes, DiaZplCane
phenicol; streptogramin; tetracycline
Antibiotic target replacement proteins 1 Diaminopyrimidine
E. faecalis Antibiotic inactivators 2 Aminoglycoside antibiotics
CP041878
(plasmid) Antibiotic target alteration enzyme 1 Streptomycin
Note: Genome accession numbers are the same as in table 7.

P. aeruginosa isolates are naturally resistant to many antibiotics as they contain multiple efflux
pumps removing antibiotics from cytoplasm. Majority of drug resistance genes are constitutionally present
in all sequenced genomes of P. aeruginosa. Our study shows that the sequenced genomes differed by
several genes encoding antibiotic target alteration and replacement proteins, which probably were
acquired by horizontal gene transfer. Contrary, F. faecalis isolates normally are sensitive to all antibiotics.
The drug-resistant isolate E. faecalis SCAID PHRX1-2018 acquired the antibiotic resistance through
horizontal gene transfer including an acquisition of a large virulence plasmid comprising at least 3
antibiotic inactivator genes of APH(3")-Illa and aad(6) families, and a SAT-4 streptomycin acetyltran-
sferase. The BUSCO analysis of genome completeness (table 7) showed that the genome of E. faecalis
SCAID PHRX1-2018 is still rather fragmented and many genes may be missed including some additional
drug resistance genes.
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Conclusion. Collection of clinical isolates of nosocomial infections from hospitals of phthisiological
profile in Almaty and Almaty region was carried out. In result, a collection of 12 strains of pathogenic
microorganisms causing nosocomial infections has been created. Using classical microbiological
approaches of morpho-cultural and physiology-biochemical characteristics of the isolates was carried out
subsequently. Morphological characteristics of colonies including the characteristic pigmentation of the
bacterial growth, ability to grow on diagnostic liquid and solid media were recorded for different isolates.
On the basis of the conducted researches, all investigated isolates of S. aureus belong to cultures with high
virulent potential, capable to form biofilms. Clinical isolates of P. aeruginosa is also characterized as
highly virulent strains with a high propensity to form biofilms. Isolates of Strepfococcus pneumoniae and
E. faecalis spp. were attributed to virulent strains. All studied isolates were assigned according to
international standards and specifications of collecting virulent clinical isolates.

The profiles of antibiotic sensitivity were detected for all isolates. The evaluation was conducted to
12 of the most common antibiotics. The clinical isolates are characterized by varying degrees of sensitivity
to antimicrobial drugs. Surprisingly, that some strains were resistant to to azithromycin that is considered
as a last resort reserved drug. This fact causes concern about the circulation and distribution in hospitals of
microorganisms resistant to antibiotics of recent generation.

Four isolates were selected for subsequent whole genome sequencing. After sequencing and
assembling reads the full-genome sequences of strains F. faecalis SCAID PHRX1-2018, P. aeruginosa
SCAID WND1-2019, P. aeruginosa SCAID WND2-2019 and P. aeruginosa SCAID WND3-2019 were
obtained. All sequencing data are deposited at NCBI under access numbers CP041877 for isolate
E. faecalis SCAID PHRX1-2018 (plasmid DNA access number CP041878), CP041787, CP041786, and
CP041785 for isolates P. aeruginosa SCAID WNDI1-2019, P. aeruginosa SCAID WND2-2019 and
P. aeruginosa SCAID WND3-2019 respectively.

A search for genetic drug resistance determinants in whole genome sequences was carried out. Our
study shows that the genomes differed by several genes encoding antibiotic target alteration and
replacement proteins, which probably were acquired by horizontal gene transfer.

The data on the genetic characteristics of microorganisms that cause nosocomial infections in the
future will help to improve the monitoring of nosocomial diseases, and will also contribute to the impro-
vement of the protocols of treatment of the population, to prevent the occurrence and spread of antibiotic
resistance.
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M. C. Koporenxmnii', A. B. Jikymarasuesa', O. H. Pepa®, T. B. Ky3nenona',
C. B. IlIeuako', K. A. Ackakoaena', A. H. Meip3adaesa', A. I. Wibun'

! «(Mmexuusra Kapchl MPEMapaTTap FRUTBIMH OPTATBIFRD, Amvatsr, KasakcTa,
*BHOMH(OPMATHKA 5KIHE KOMITBIOTEPIiK GHOTOTHS OPTATIBIFEY, OHOXHMES,
TCHETHKA JKOHE MUKpoOmomorws Oemimi; [Iperopust yuusepcureti, OAP

AYPYXAHAIHILIIK HHOEKTIUAJAP H30JIATOPJAPBIHBIH BOJIHY1
KIOHE CHITATTAMACHI

AnHOTAIHs. 3epPTTCYAiH MAKCAThl MATOTCH/I OAKTEPHIAPABIH SPTYPIL TYPICPIHAC aHTHOMOTHKTEPIE Ce3iM-
TaNABIK PEBEPCUSCHIHBIH, ()EHOMEHIH 3¢PTTEY MAKCATBHIHAA MTAMMIAPABIH OAHKIH KYpY *KOHE CHIIATTAay YINiH HO30-
KOMHAIBAbI HHPESKIMSIIAPABIH KIMHHKAIBIK H30JITOPIAPBIH AHBIKTAY OO TAOBLIAIEL.

OmicTepi: KIMHAKATBIK OKIIAY TAFBIUTAPARl ATFAIIKGI HACHTH(HKAMAIAY . Ta3a JAKbULAAPABI amy, MopQo-
KYJIBTY PAJIBIK, THHKTOPHAIIBIK, (PH3HOTOTHSIIBIK JKOHE OHOXHMIUIBIK KACHETTEPIH 3€pPTTEY KOMMEPUHSIBIK TECT-
JKYHEICPAL KOATAHy apKBLTBI KY3eTe achIpbUIbl. KIIMHUKANBIK H30IATOPAAPABIH CC3IMTATABIK MPOQHIT JTUCKO-TH (-
¢y3uamsik oxiceH 3eprrenni. bakrepusanmapaan JJHK 6emy PureLink Genomic DNA Kit >KHBIHTBIFBIMCH >KYPTi3iiail.
Cexseruprneyre apHamraH kitamxana lon Xpress Plus Fragment Library kit (Life Technologies, AKIL) >KubIHTHI-
FBIMCH (DEpPMCHTATHBTI 9/IICTICH AIBIHABL. BapKOANPOBAHUE H30JATTAPIBI )KY3ETE ACHIPBIIIBI )KUBIHTHIFBI KOMETIMEH

— 207 =——



Bulletin the National academy of sciences of the Republic of Kazakhstan

Xpress Barcode Adapters (Life Technologies, USA). Anbmran kitamxanans! cekserupicey 318 unnre lon PGM Hi-
Q View Sequencing Kit »KubIHTBIFBIMEH JKYPTi3inal. Anbiaran Puanepain canacsl xaHe JJHK (parmMeHTTepiHiH Keci-
nyi FastQC sxone cassava fastq filter xoMmberoTepmik OaraapraManapbIHBIH KOMCTIMCH JKY3eTe aCHIphLIAbL. ['cHOM
¢parmentrepi Velvet 1.2.10. I'enomusiH ynken ¢parmenrrepi NCBI nepexrep 0azachiHAa eH KaKbIH Pe()epeHTTIK
TEHOMAAPBI 134€Y YIUiH madaanaseuiasl. OKOIay IaFsIITapAbIH TOXBIK TCHOMBI Bawtie2 GarmapiaMachIH naiaaaana
OTHIPBIN pepepeHc TeHOMAAPhIMEH OacTamkbl (PparMEeHTTEPAl TEHECTIPY >KOJIBIMCH aNbIHABL. COHFBI KHHAKTAPIBIH
tonbIKTeIFE BUSCO Oarananast. Kograyms: reaaepai aproMatTsl Typae i3acy RAST cepBepiniH KeMETIMCH KYy3eTe
ACBIPBLIIBL

CangpIk 3eprreynepain HoTmkenrepi One-Way ANOVA 0ip (akTopisl ANCIIEPCHSUIIBIK TANAAY S/JICIH Haiaana-
Ha oteIpsi, GraphPad Prism 6 6argapramanap nakeTiHIH KOMETIMEH KEHiHHEH CTATHCTUKAIBIK TaJIJayMCH 6HICIII.

12 KIMHUKANBIK H30JATOP O6MiHAl. AHBIKTAIFAH MOJHOTCHOMHAS Hy KICOTHIHAS PETTUITL TOPT H3OISITTAPABI -
Enterococcus faecalis PHRX1, Pseudomonas acruginosa WND1-2019, Pseudomonas acruginosa WND2-2019 sxoHe
Pseudomonas aeruginosa WND3-2019. Annotammsanarran reaomMaap NCBI aepexrep 0a3acsiHia cakTayFa ajabIHFAH.

Tyiiin ce3nep: aypyxaHaimimk wHpekuwsuap, oxmayiay, JAHK, cexsenupney, FEnterococcus faecalis,
Pseudomonas aeruginosa.

n. C. KOpOTeHKHﬁl, A.B. I[)KyMarameBal, 0. H. Pesa’, T. B. KySHeHOBal,
C. B. lIsmako', K. A. Hckak6aesa', A. H. Meip3a6aesa’, A. H. Womun'

"HayuHblif IEHTP NPOTHBOMH(EKIMOHHBIX MPenapaTos, AmMarsl, KasaxcTan,
2 = .
LierTp OMOMH(YOPMATHKH H KOMITBIOTCPHOH OHOJIOTHH,
Otnen OnoxXuMum, TECHETUKH U MUKpoOHoorum;, YHausepcurer IIpetopun, FOAP

BBbIAEJIEHUE U XAPAKTEPUCTHKA H30JIAATOB
BHYTPUBOJbHUYHBIX HHO®EKIIUU

Annortamus. Llenpio uccne0BaHus SBIIOCH BHUIBICHHEC KIMHIMYCCKUX H30JBITOB HO30KOMHAIBHBIX HH(EK-
IUH JJIS1 XapaKTEPUCTHKY M CO3JAHMS OAHKA IITAMMOB C IIEJIBI0 U3y 4YCHI (DEHOMEHA PEBEPCHH Uy BCTBHTCILHOCTH K
AHTHOMOTHKAM Y PA3IHMYHbBIX BUIAOB IATOTCHHBIX OAKTEPHH.

Merozasr. [lepBuunas naCHTHPUKAIN KIMHUYECCKUX H30JLITOB. MOJMYyUCHHE YUCTBIX KYJBTYp, H3YUCHHE MOp-
(POKYJIBTYPHBIX, THHKTOPHAJBHBIX, (PH3HOIOTHYCCKHX W OMOXMMHYECKHX CBOWCTB OCYINCCTBILLIACH C HCIIOJb-
30BAHHEM KOMMEPUYECKHX TECT-CHCTEM. [Ipouib UyBCTBHTENPHOCTH KIMHHYCCKHX H30JATOB HM3YYalH JUCKO-
muddysnonaeiM MeronoMm. Brimenenne JIHK w3 Gakrepmit mpomssoammm Habopom PureLink Genomic DNA Kit.
Bubamoreka A CCKBCHHPOBAHMA OBLIA MOJIYYCHA (DEPMEHTATHBHBIM MCTOJOM C HCHOJB30BAHHCM HaOopa lon
Xpress Plus Fragment Library kit (Life Technologies, CIIIA). BapkoaupoBaHHE H30JIATOB OCYHICCTBIIAIOCH C
moMomIb0 Habopa Xpress Barcode Adapters (Life Technologies, USA). CexkBeHHPOBAHUE MOy YCHHOH OHOTHOTCKH
nposoawy HA 318 unne ¢ ucmos3osanueM HaOopa lon PGM Hi-Q View Sequencing Kit. KauecTBo momay4eHHbIX
puzoB u 00pe3ky (parmenros JJHK ocymecTssimm ¢ moMompo koMbroTepHbIX nporpamM FastQC u Cassava fastq
filter. ®parmenTsI TeHOMA ObIIM COOpaHbI ¢ Hcmoab3oBaHueM Velvet 1.2.10. Bompsmme ¢parmeHTs! reHomMa OpIH
HCTOIH30BAHBI I MOUCKA OmmKalimmx peepeHCHBIX TCHOMOB B 0ase maHHbX NCBI. TlomHbIH TeHOM H30J19TOB
OBLIT MOJTYUCH MyTEM BBIPABHHBAHUS HCXOJHBIX (PParMEHTOB C pe)epeHCHBIMH TCHOMAMH C HCIOJIb30BAHUECM MPO-
rpammel Bawtie2. [TonroTa okoHUAaTENBHBIX cOOpOoK Obuta onieHeHa BUSCO. ABTOMaTHYECKHH IIOUCK KOJTHPYFOIIIX
TEHOB OCYIIECTBJLLICS C IIOMOIIBIO cepepa RAST.

Pe3ymsTarel KOJHYICCTBCHHBIX HCCICA0OBAHUH OBLTH 00pab0TaHbI ¢ HCMOIB30BAHACM METOAA OJHO(AKTOPHOTO
mucnepcnoHHoro aHammsa One-Way ANOVA ¢ mOCICAYIOIAM CTATHCTHICCKAM AHATH30M TPH TOMOMIH MAKETa
mporpamM GraphPad Prism 6.

Bouto BeiaeneHo 12 kmuHUYECKHX H30i1TOB. OnpeneicHa MO THOTCHOMHAS HYKICOTHIHAS TTOCICA0BATEIbHOCTD
YeThIpeX H30ILTOB - FEntferococcus faecalis PHRX1, Pseudomonas aeruginosa WND1-2019, Pseudomonas aeru-
ginosa WND2-2019 u Pseudomonas aeruginosa WND3-2019. AHHOTHPOBAHHBIC TCHOMBI OBLTH JECTIOHHPOBAHBI B
6a3e nanHbx NCBI.

Krouernie ciioBa: BHyTpuOomsHIUHbIC nH(pekmy, m3owama, [JTHK, cexkseruposanue, Enferococcus faecalis,
Pseudomonas aeruginosa.
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