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Introduction  
Neonatal sepsis is a clinical syndrome 
characterized by signs and symptoms of 
infection with or without accompanying 
bacteremia in the first month of life. It         
encompasses various systemic infections 
of the newborn such as septicemia,             
meningi t is,  pneumonia, arthr i t is ,                   
osteomyelitis, and urinary tract infections.1 
Neonatal sepsis is one of the most             
common causes of neonatal morbidity and 
mortality in newborn babies, it is estimated 
to cause 26% of all neonatal deaths           
worldwide. Neonatal sepsis accounts for 
10% of all neonatal mortality. Neonatal         
infection is present in 8 of every 1000 live  

births and 71 of every1000 neonatal        
admissions.2 It is the cause of 1.6 million 
deaths per annum in developing countries. 
Its incidence varies from country to country 
but is much higher in developing countries 
where it is responsible for about 30-50% of 
the total of neonatal deaths.3 One of the 
most common reasons for admission to 
neonatal units in developing countries           
neonatal sepsis refers to generalized        
bacterial infection documented by positive 
blood culture in the first 28 days of life. The 
risk of sepsis in neonatal unit admissions is 
magnified by factors linked to prematurity 
and neonatal intensive care. Neonatal   
sepsis often develops rapidly with high        

Background and objective: Neonatal sepsis refers to infection occurring within the           
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VITEK 2 compact system, molecular detection using PCR technique, moreover, C-reactive 
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tested against some widely used antibiotics. 
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suspected cases of sepsis by clinical signs and symptoms. EOS was 42 (77.77%) were 
detected, and late onset sepsis was 12 (22.23%). Identification of the isolated bacteria            
by the traditional method, and VITEK 2 compact system were performed. In addition,        
molecular detection via the PCR system through the detection of the specific genes was 
performed. Antimicrobial Susceptibility test indicated that most of the isolated bacteria were 
developed resistant to the most widely used antimicrobials. 
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than late onset sepsis, mostly associated with Gram-negative bacteria than Gram-positive 
bacteria. 
Keywords: Neonatal Sepsis; Early onset sepsis; Late onset sepsis; CRP; VITEK 2 system.  

Sherko Muhammed Abdul-Rahman1*                        Adel Kamal Khider1  

256 

mailto:sherko.abdulrahman@su.edu.krd�


Neonatal sepsis: Bacteriological profile,molecular ……             Zanco J. Med. Sci., Vol. 24, No. (2), August, 2020 
https://doi.org/10.15218/zjms.2020.030 

2  257 

mortality risk in the absence of specific 
therapy, demanding early empirical           
antibiotic therapy when sepsis is            
suspected.2Some of the risk factors for 
neonatal sepsis include; prematurity or low 
birth weight, pre-termlabor, premature or 
prolonged rupture of membranes, maternal 
chorioamnionitis, fetalhypoxia, traumatic 
delivery, male Gender and low socio-
economic status.3 Sepsis can be classified 
into two types according to the age           
of neonates. Early onset sepsis (EOS)            
presents within the first 72 hours of life, and 
in severe cases, the neonate may be 
symptomatic at birth. The source of           
infection for early onset sepsis is usually 
the maternal genital tract.4 Late onset          
sepsis (LOS) presents after 72 hours              
of age. It is usually nosocomial as                    
a complication of neonatal intensive care or 
community acquired. This classification is 
important as it helps in determining the 
most probable organism and mode of 
transmission.4 Neonatal infections of viral 
or fungal etiology may also occur at seven 
days of life and must be distinguished from 
bacterial sepsis. The local epidemiology      
of neonatal sepsis should be constantly 
updated to detect changes in the pattern of 
causative organisms and their susceptibility 
to various antibiotics.5 Early diagnosis and 
proper management of neonatal sepsis          
by rational antimicrobial therapy and         
supportive care can reduce mortality. Blood 
culture is the gold standard for diagnosis of 
sepsis, but blood culture reports are usually 
available after 24-72 hours. In addition, 
some biomarkers are diagnostic indicators 
for it, such as C-reactive protein and          
white blood cell count.6 The most                    
predominant microorganisms associated 
with neonatal sepsis are Coagulase         
Negative Staphylococcus (CoNS) in           
developing countries. While Group B    
Streptococcus (GBS), E. coli and Listeria 
monocytogenes in developed countries.7 
The ant ib iot ic suscept ib i l i ty  of                   
microorganisms also changes with time, 
with the emergence of multidrug resistant 
organisms since the discovery of                

Methods 

antimicrobial agents, microorganisms have 
developed resistance to them through 
mechanisms such as mutations and          
increased enzyme production. Resistance 
to commonly used antibiotics is an           
important problem worldwide. A periodic 
survey of the causes of sepsis and their 
antibiotic sensitivity patterns is essential        
in the design of effective infection control 
programs and in guiding empiric antibiotic 
therapy.8 Studying the neonatal sepsis  
according to the bacteriological profile 
among pre-term paediatrics is important. 
Therefore, this study aimed to determine 
the frequency of neonatal early onset         
sepsis EOS and LOS in Neonatal Intensive 
Care Unit (NICU) in some hospitals in            
Erbil city, and evaluate the socio-
demographical characteristics of the       
neonate and the mothers in this city with 
particular focus on their molecular             
detection and antimicrobial susceptibility 
pattern.  

A total of 170 neonate samples were         
obtained from Neonatal Intensive Care Unit 
(NICU) for EOS and LOS in Rapareen       
Pediatrics Teaching Hospital and Maternity 
Obstetric Hospital in Erbil city from 10th 
July 2018 to 10th March 2019. Fifty-four 
patients from a total neonate were studied. 
Patients were classified into two groups 
(proven and clinical sepsis) according to 
the clinical signs and blood cultures. They 
were recorded into some clinical data:       
gender, birth weight (gm), birth age            
(days), mother’s age (years), residency                    
area, and hospital's name. Neonate’s                   
sociodemographic characteristics were  
recorded including Gender (female and 
male), birth weight was categorized into 
early low birth weight (<1000 gm.), very 
low birth weight (1000-1500 gm.), and low 
birth weight (>1500 gm.), ages were      
designed into EOS ages (<7 days) and 
EOS ages (7–30 days), mother’s age was 
ordered into early (<25 years) and late 
(>25 years), residency area of mother's 
and neonates were classified into urban,             
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suburban and rural. Finally, the hospitals 
were named as Rapareen Pediatrics 
Teaching Hospital and Maternity and                
Obstetric Hospital, Erbil. 
Sample Collection  
Sample collection was conducted under the 
supervision of medical staff, four milliliters 
of blood samples were collected in the         
primary hours after birth but before taken 
antibiotics for EOS, whereas the blood 
samples were taken after the first week of 
birth for LOS, applying either povidone        
iodine or 70% ethyl alcohol to the skin over 
the area,9 by clinicians using sterile syringe 
and needle by venipuncture, then carefully 
the needle was changed and immediately 
transferred into a BacT/ALERT®PF Plus 
pediatric blood culture bottles. The             
remaining blood was divided into two 
tubes, one tube for C-reactive protein 
(CRP) determination, and the other was 
used for whole blood count by an           
automated hematology analyzer. These 
bottles were specifically designed to          
provide rapid and sensitive detection of  
microorganisms (bacteria and yeast) when 
only a small blood volume was available. 
They contained a smaller volume of broth, 
thereby still providing optimal blood to broth 
ratio when a limited volume of blood was 
collected. The BacT/ALERT®PF Plus blood 
culture bottle could accommodate up to 
four mL of blood.10 As such, it was             
appropriate for blood cultures from                
pediatric patients weighing and labeled with 
the identification number, date, gender, 
birth weight (kg), birth age (kg), mother's 
age, Residency area, and hospital's name. 
Then it was taken into BacT/ALERT®3D 
120 Combo surprisingly compact,            
remarkably complete by recording            
barcodes, all blood cultures have been        
observed for at least one week to appear 
either infectious or noninfectious samples 
of blood by their screen.10 
CRP Determination 
The CRP latex test kit is for the qualitative 
and semi-quantitative estimation of CRP in 
neonate serum through specific reagents 
(CRP Latex kit, India). Fresh clear serum   
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was obtained by centrifugation of blood. 
The sample was stored at 2-8°C for 48 
hours before performing the test. For             
a longer period of time the serum was 
frozen. Contaminated serum sample was 
discarded. 
White Blood Cells Count  
The WBC count was performed for all       
suspicious neonates, one ml of blood  
samples received to testing according to 
Horbia apparatus.  
Identification of Bacteria 
At first, the infectious sample was taken 
into four different plates media and           
conditions: Blood agar and Chocolate agar 
used for the anaerobic condition using  
candle Jar, while other Blood agar and 
MacConky agar were used for the aerobic 
condition, all cultures were incubated at 
37˚C for 18-24 hours. Sub-culture onto the 
differential selective medium was achieved 
by inoculating a single colony into the plate 
by quadrant method. The inoculated plates 
were incubated for 24 hours. Identification 
of bacteria by using conventional methods, 
including gram staining, depend on          
cultural characteristics: colonies of           
bacteria, morphological characteristics: 
bacterial shape colonial morphology, and 
changed the exhibition on the media like 
hemolysis, lactose fermentation, or non-
lactose fermentation and motility. The       
biochemical tests which comprise: indole 
production, methyl red, voges-proskauer, 
citrate utilization (IMViC), catalase,              
oxidase, urease, and coagulase. In             
addition, the identification was supported 
through both VITEK 2 compact system7 
and the molecular approach.  
VITEK 2 System 
The first step to identify isolates by VITEK 
2(BioMerieux, Inc, France) was performing 
gram stain to determine which card will be 
depended. Pure colony of each isolate was 
taken re-cultured on nutrient agar, then 
incubated at 37˚C for 24 hours. Three to 
five colonies were suspended in 2.5 ml of  
a 0.45 % saline. The suspended bacteria 
were used adjusted to a McFarland        
turbidity standard of (0.50 - 0.63)                
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depending on the instructions of the        
system. Inoculated cards were passed by  
a mechanism, which cuts off the transfer 
tube and seals the card prior to loading  
into the carousel incubator. The carousel 
incubator can accommodate up to 30 or up 
to 60 cards. All card types were incubated 
on line at 35.5 + 1.0 ºC. Each card was  
removed from the carousel incubator once 
every 15 minutes, then transported to the 
optical system for reading, then returned to 
the incubator until the next read time. Data 
were collected at 15-minute intervals during 
the entire incubation period.11 
Molecular Detection  
For supporting the identification of isolated 
bacteria, the molecular basis method was 
performed by using the PCR system 
through the detection of one target gene 
that related to some commons isolated 
bacteria. Genomic DNA was extracted from 
pure cultures, for Gram-negative  Bacterial 
Genomevia GeNetBiokit (Canada), and for 
Gram-positive via AmpliSens® (Russia). 
Both kits were used according to the fitting 
protocols in the manufacturer’s instructions; 
100 µl as a final elution amount. Extracted 
DNA was stored at -20°C until used.          
All primers and PCR programs were 
demonstrated in (Table 1), were provided  

by (Bio Lab Company), South Korea in  
lyophilized forms, dissolved in sterilized 
deionized distilled water to obtain 10 μM as 
a final concentration. For detection of 
genes that related with isolate bacteria, 1.0 
µl from extracted bacterial DNA and       
controls were amplified with 10µl of Master 
Mix  (2x RED AMPLICON). PCR products 
were separated on 1.2% agarose gel with  
1 TAE buffer, and DNA bands were                      
visualized with safe dye.  
Antibiotic Susceptibility Test  
Antimicrobial Susceptibility testing was          
carried out using Kirby Bauer disc diffusion 
method according to the (CLSI, 2018)
formerly known as (National Committee       
for Clinical Laboratory Standards).17 The 
following antimicrobials were used for 
Gram-negative bacteria as follows:           
Ampicillin-Sulbactam (SUM) 20/10 µg,      
Ceftriaxone (CRO) 30µg, Gentamicin (GN)
10µg, Amikacin (AN) 30µg, Ciprofloxacin  
(CIP) 5µg, Meropenem (MEM) 10µg, 
Streptomycin (S)1µg, Tetracycline (TE) 
30µg, Piperacillin (PIP) 100µg, Aztreonam 
(AM) 30µg, Imipenem (IPM) 10µg, 
Chloramphenicol (C) 30µg, Ceftazidime 
( C A Z )  3 0 µ g ,  T r i m e t h o p r i m /
Sulfamethoxazole (STX) 1.25/23.75µg and 
Cefepime (FEP) 30µg). While antibiotics  

Table 1: The PCR program used for amplifying genes ntrA, uspA, blaOXA-51, 16S rRNA, 
and eda-1. 
Target 
gene 

PCR Program References 

Initial           
Denaturation           

(°C/min) 

Denaturation  
(°C/sec) 

Annealing 
(°C/sec) 

Extension 
(°C/sec) 

Final          
Extension 
(°C/min) 

Final 
Store               

(°C/min) 

Cycles 

ntrA 95/10 95/45 58/45 72/60 72/10 5/10 35 12 

uspA 95/5 95/15 56-63/45 72/60 72/10 5/10 40 13 

blaOX
A-51 

94/3 94/45 57/45 72/60 72/5 5/10 35 14 

16S 
rRNA 

94/5 95/30 59/45 72/40 72/5 5/10 35 15 

eda-1 94/5 94/30 51/60 72/30 72/5 5/10 40 16 
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Results  were used for Gram-positive bacteria as 
follows: (Penicillin (P)10µg, Gentamicin 
(GN) 10µg, Cefoxitin (CN) 30µg,           
Ciprofloxacin (CIP) 5µg, Oxacillin (OX) 
1µg, Linezolid (LZD) 30µg, Erythromycin 
(E) 15µg, Tetracycline (TE) 30µg,          
Vancomycin (VAN) 30µg, Ofloxacin (OFX) 
5µg, Trimethoprim/Sulfamethoxazole (STX) 
1.25/23.75 µg, Clindamycin  (CL) 2µg,       
Rifampin  (R) 5µg, Amikacin  (AN) 30µg, 
Tobramycin (TOB)10µg and Netilmicin  
(NET) 30µg). Mueller-Hinton agar (MHA), 
was used as growth media, then the results 
were compared with standard Clinical and 
Laboratory Standards Institute (CLSI),17 In 
addition, antimicrobial susceptibility  testing 
was performed by VITEK 2 system for all 
isolates bacteria through specific cards to 
Gram-positive and Gram-negative bacteria. 

Out of 54 neonate patients during          
eight months were collected from two  
Government Hospitals (Rapareen Pediatric 
Teaching Hospital and Maternity Obstetric 
Hospital) in NICU/Erbil. The result of this 
study indicated that proven 42 (77.77%) 
were EOS, while 12 (22.23%) were            
LOS, see in (Table 2).  In this study, the 
Gram-negatives bacteria were 31 
(57.40%), divided in EOS 25 (80.64%) and 
was 6 (19.36%) that associated with LOS. 
while Gram-positive bacteria were 23 
(42.60%), was 17 (73.91%) that linked with 
EOS and 6 (26.09%) that connected with 
LOS, and the names of isolated Bacteria, 
as shown in (Tables 4 and 5).  

Table 2: Neonatal Sepsis detection according to the neonatal ages, frequency, and          
percentage. 

Neonatal ages (days) No. % 

Early onset sepsis (< 7 days) 42 77.77 

Late onset sepsis (7 – 30 days) 12 22.23 

Total 54 100 
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Table 3: Neonatal Sepsis detection according to neonates’ sociodemographic                   
characteristics, CRP ratio (I.U/ml) and total WBC count (cell/mm3).  
Characteristics No. % 

Gender 

Female 34 62.97 

Male 20 37.03 

Birth Weight 

Early low birth weight (< 1000 gm.) 3 05.56 

Very low birth weight (1000-1500 gm.) 23 42.59 

Low birth weight (>1500 gm.) 28 51.85 

Mothers Age (years) 

Early age (<25 years) 28 51.85 

Late age (>25 years) 26 48.15 

Residency Area 

Urban 17 31.49 

Suburban 11 20.37 

Rural 26 48.14 

Hospitals Name 

Rapareen Pediatrics Teaching Hospital 14 25.93 

Maternity & Obstetric Hospital 40 74.07 

CRP Ratio     

1/2 Dilution (12 I.U/ml) 8 14.81 

1/4 Dilution (24 I.U/ml) 12 22.22 

1/8 Dilution (48 I.U/ml) 19 35.19 

1/16 Dilution (96 I.U/ml) 15 27.78 

Total WBC Count     

< 10000/mm3 5 09.26 

˃10000/mm3 49 90.74 
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Table 4: Distribution of isolates bacteria according to early onset sepsis and late onset  
sepsis.  

Microorganisms EOS % LOS % Total (%) 

Gram-negative bacteria 25 80.64 6 19.36 31(57.40) 

Gram-positive bacteria 17 73.91 6 26.09 23(42.60) 

Total 42
(77.77%) 

  12
(22.23%) 

  54(54.76) 

Table 5: The isolated bacteria from blood cultures by VITEK 2 system. 

Names of Bacteria No. % 

Gram-negative Bacteria 

Klebsiella pneumonia 14 25.92 

Escherichia coli (E. coli) 12 22.22 

Acinetobacter baumannii 5 09.26 

Total 31 57.40 

Gram-positive Bacteria 

Staphylococcus aureus 12 22.22 

Enterococcus faecalis (GDS) 4 07.41 

Staphylococcus epidermidis (CoNS) 3 05.57 

Staphylococcus haemolyticus (CoNS) 2 03.70 

Streptococcus agalactiae (GBS) 1 01.85 

Koccuria kristina 1 01.85 

Total 23 42.60 
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Table 6 shows the identification of common 
isolates bacteria that detection by amplicon 
size according to base pair genes through 
the molecular approach. The results of       

antimicrobial sensitivity tests for all isolated 
Gram-negative bacteria against some        
antibiotics showed varying sensitivity        
patterns in (Tables 7 and 8).  

Bacterial 
strains 

Target 
gene 

Primer Sequence (5`- 3`) Amplicon 
size bp. 

K. pneumoniae ntrA Forward 
Reverse 

5′-CATCTCGATCTGCTGGCCAA-3′ 
5′-GCGCGGATCCAGCGATTGGA-3′ 

90 

E. coli uspA Forward 
Reverse 

5′-CCGATACGCTGCCAATCAGT-3′ 
5′ACGCAGACCGTAGGCCAGAT-3′ 

884 

A. baumannii 
  

blaOXA-51 Forward 
Reverse 

5′-TAATGCTTTGATCGGCCTTG-3′ 
5′-TGGATTGCACTTCA CTTGG-3′ 

353 

S. aureus 16S rRNA Forward 
Reverse 

5′-GTTGACTGCCGGTGACAAAC-3′ 
5′-GCTGTTACGACTTCACCCCA-3′ 

372 

E. faecalis eda-1 Forward 
Reverse 

5′- GGGGACAGTTTTGGATGCTA -3′ 
5′-TCCATATAGGCTTGGGCAAC -3′ 

648 

Isolated bac. K. pneumonia E. coli A. baumannii 

Antibiotic’s 
Symbols 

R I S R I S R I S 

SUM 0 7.14 92.85 11..2 5.2 83.6 5 0 95 
CRO 85.60 0 14.40 86.20 0 13.80 33.4 19.2 47.4 
GM 83.30 2.20 14.40 90.2 0 9.80 8.9 4.1 87 
AN 06.6 0 93.30 0 3 97 2.9 0 97.1 
CIP 28.57 64.28 0.92 81.9 12.4 5.7 0 0 100 
MEM 3.30 0 96.60 97 0 3 69 0 31 
S 28.57 0 71.42 50 50 0 30 2 68 
NET 80 0 20 87.3 0 12.7 79.4 0 20.6 
PIP 90.20 0 9..80 100 0 0 95 5 0 
AM 100 0 0 100 0 0 100 0 0 
IPM 7.14 0 92.85 22.1 12.8 65.1 0 0.9 99.1 
C 10.71 10.71 78.58 0 2.1 97.9 92.1 7.9 0 
CAZ 100 0 0 100 0 0 89.1 10.9 0 
STX 75.9 0 24..1 100 0 0 58 8 39 
FEP 97.85 0 2.15 88.9 28.4 11.1 87.8 12.2 0 

Table 6: The five primers used to isolated Gram-negative and Gram-positive bacteria in 
this study. 

Table 7: The percentage of susceptibility pattern of Gram-negatives bacteria to 15 various 
antibiotics used the Standard Kirby-Bauer disk diffusion method.  
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Table 8: The percentage of susceptibility pattern of Gram-negatives bacteria to 16 various 
antibiotics used the VITEK 2 compact system.  

Isolated 
bacteria 

K. pneumonia E. coli A. baumannii 

Antibiotic’s 
Symbols 

R I S R I S R I S 

AMP 100 0 0 100 0 0 100 0 0 

SUM 100 0 0 60.9 10 39.1 ? ? ? 

TZP 50.5 49.5 0 10.8 20.2 69 100 0 0 

CZ 100 0 0 90 0 10 100 0 0 

CXM 100 0 0 75.4 10.1 14.5 × × × 

CRO 50.9 49.1 0 70 10 20 100 0 0 

CEP 50 0 50 70.7 0 29.3 100 0 0 

EM 54.2 0 45.8 0 0 100 × × × 

IMP 55.9 0 44.1 0 0 50 100 0 0 

AN 49.1 0 50.9 0 0 100 × × × 

GM 51.2 0 48.8 0 0 100 100 0 0 

MN 39.5 2.4 58.1 10.4 0 89.6 100 0 0 
CIP 0 0 100 22.9 0 77.1 100 0 0 

L 0 0 100 15.9 1.9 82.2 0 0 100 

N 0 48.8 51.2 12.2 11.9 75.9 × × × 

STX 48.2 0 51.8 22.9 0 77.1 100 0 0 

×: not performed.  
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The results of antimicrobial sensitivity          
tests for all isolated Gram-positive              
bacteria against 15 antibiotics showed          

Varying sensitivity patterns see in (Tables 
9 and 10).  

Table 9: The percentage of Antibiotics Susceptibility of Gram-positives Bacteria to 16         
various antibiotics that used the Standard Kirby-Bauer disk diffusion method. 
Isolated 
bac. 

S. aureus S. epidermidis S. haemolyticus St. agalactiae E. faecalis K. kristina 

Antibiotic’s 
Symbols 

R I S R I S R I S R I S R I S R I S 

P 100 0 0 100 0 0 100 0 0 100 0 0 100 0 0 100 0 0 

GM 0 25 75 80.2 19.8 0 100 0 0 0 0 100 100 0 0 100 0 0 

CN 100 0 0 100 0 0 100 0 0 100 0 0 100 0 0 100 0 0 

CIP 79.2 0 20.8 34.1 0 65.9 90 10 0 0 2.2 97.8 55 0 49 0 0 100 

OX 100 0 0 100 0 0 90.9 9.1 0 100 0 0 0 0 100 100 0 0 

LZD 65.5 0 34.5 0 0 100 15 0 85 100 0 0 0 0 100 0 0 100 

E 100 0 0 49 0 51 50 0 50 100 0 0 100 0 0 100 0 0 

TE 90 10 0 15.9 0 84.1 15 10 75 0 0 100 0 0 100 0 0 100 

VAN 0 14.9 85.1 10 55 35 80 20 0 100 0 0 0 100 0 0 0 100 

OFX 75.6 0 24.4 25.2 0 74.8 90 10 0 10 0 90 0 0 100 0 0 100 

STX 20.4 10.1 69.5 0 8 92 0 0 100 100 0 0 100 0 0 0 0 100 

CL 0 0 100 10 10 80 0 0 100 100 0 0 100 0 0 100 0 0 

R 100 0 0 100 0 0 100 0 0 100 0 0 100 0 0 100 0 0 

AN 0 0 100 0 0 100 0 0 100 70 22.2 7.8 51 49 0 0 0 100 

TOB 74.5 0 25.5 100 0 0 100 0 0 100 0 0 100 0 0 100 0 0 

NET 0 0 100 0 31.2 68.8 0 0 100 20.
1 

39.1 40.8 0 50 50 0 0 100 
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Table 10: The percentage of Antibiotics Susceptibility pattern of Gram-positives Bacteria to 
15 various antibiotics that used the VITEK 2 system.  
Isolated 
bacteria 

S. aureas S. epidermidis S. haemolyticus St. agalactiae E. faecalis K.kristina 

Antibiotic’s 
Symbols 

R I S R I S R I S R I S R I S R I S 

GM 33.3 0 66.7 100 0 0 50 0 50 73 27 0 100 0 0 0 0 100 

CIP 88.9 0 11.1 100 12 88 50 0 50 0 11 89 0 14.1 85.9 0 0 100 

L 17.9 82.1 0 × × × 0 59.1 40.9 0 0 100 0 0 100 × × × 

MO 9.9 0 90.1 0 0 100 0 0 100 × × × × × × 0 0 100 

E 0 19.8 80.2 100 0 0 100 0 0 91.2 8.8 0 0 7.4 92.6 100 0 0 

CL 13.1 1.2 88.1 50 0 50 50 0 50 100 0 0 100 0 0 100 0 0 

T × × × 0 0 100 × × × 100 0 0 × × × 0 0 100 

SYD 17.8 0 82.2 × × × 67.1 0 32.9 100 0 0 100 0 0 × × × 

LI 28.1 2.2 69.7 0 28.7 71.3 0 2.2 97.8 90 0 10 5.5 19.4 75.1 0 0 100 

VAN 0 0 100 0 0 100 32 0 68 100 0 0 0 0 100 0 0 100 

TE 0 0 100 97.9 0 2.1 60 0 40 0 0 100 91.8 0 8.2 0 0 100 

TI 0 19.2 80.8 × × × 0 0 100 0 18 82 0 0 100 0 0 100 

N 0 15.8 84.2 × × × 0 0 100 × × × 97.8 2.2 0 × × × 

R 0 9.8 90.2 0 0 100 55.5   44.5 100 0 0 × × × 0 0 100 

STX 71.1 0 29.9 100 0 0 100 0 0 0 0 100 100 0 0 100 0 0 

×: not performed. 
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N e o n a t e s ’  S o c i o d e m o g r a p h i c                    
Characteristics 
The sources of infection for EOS come 
from maternal obstetric factors, Bacterial 
pathogens may reach the fetus across the 
placenta, or as the fetus passes through 
the colonized birth canal. Bacteria usually 
reach the blood stream through the fetal 
swallowing of contaminated amniotic fluid, 
resulting in bacteremia, while LOS from 
hospital environmental delivery.18 Thirty 
four (62.9%) of the samples were female, 
and male were twenty (37.1%). The reason 
of difference gender to sepsis was             
unknown, or it may be attributed to             
sex-linked immunoregulatory genes.19           

According to our results, the maternal and 
neonatal factors which had a significant 
point such as the Low birth weight (>1500 
gm.) was 28 (51.8%), Very Low birth 
weight (1000-1500 gm.) was 23 (42.60%), 
and Early low birth weight (<1000 gm.)  
was only 3 (5.6%), were recorded.              
These differences may be attributed                
to the variations in geographical location,              
population characteristics, and in                 
predisposing factors such as rate of            
prematurity, low birth weight, and also 
could vary from hospital to hospital.          
Our results revealed that the very low      
birth weight was associated with LOS.20 
reported that premature infants have          
an increased incidence of sepsis; the            
incidence of sepsis was significantly higher 
in infants with a birth weight of less than 
1000 gm (26 /1000 live births) than in         
infants with a birth weight of 1000-2000 gm 
(8 /1000 live births). Another important 
point early mother's age to married (< 25 
years) was 28 (51.9%), while late mothers 
to married (> 25 years) was 26 (48.1%). 
About to residency area urban was 17 
(31.5%), suburban was 11 (20.3%), and 
rural was 26 (48.2%). It means that the 
early mothers age to married and rural of 
residency area were more prone to sepsis 
than other neonates’ sociodemographic 
characteristics. In all races, the incidence 
of bacterial sepsis, especially with               

gram-negative enteric bacilli was higher in 
males than in females. Black infants       
have an increased incidence of Group B 
Streptococci disease and LOS. This was 
observed even after the risk factors of low 
birth weight and decreased maternal age 
have been controlled,21,22 have studies in 
some different Arabic countries these       
differences may be attributed to the          
variations in Neonates' sociodemographic 
location, population characteristics and in 
predisposing factors such as Gender, birth 
weight, mothers age, residency area and 
also could vary from hospital to other       
hospital. 
Biomarker Assays 
In this study, all neonate patients were 
positive for CRP, and WBC were increased 
degrees than the normal ranges, most of 
the positive samples were not positive     
during the BacT/ALERT® PF Plus blood 
culture bottle, and these samples were  
ignored. The normal value of neutrophil 
depends on age, with a peak during the 
first 12-14 hours of age (7800 – 14500 
cells/mm3). While full-term infant, the  
value ranged (2700 – 13000 cells/mm3). 
The ideal biomarkers can aid in both the 
early diagnosis and risk stratification             
and prognosis. Serological marker as C-
reactive protein (CRP) and hematological 
marker as blood cell counts were two      
importance of biomarkers to early               
diagnosis of neonatal sepsis, as part of  
the inflammatory variables.23 Our results          
indicated that no significant correlation was 
found between CRP and WBC tests. CRP 
has been used as better than the total 
WBC test for bacterial sepsis. It means that 
CRP is not definitely a specific marker for 
neonatal sepsis; this difference can be         
attributed to that the CRP is a non-specific 
response to that disease. CRP is not        
considered to be a useful marker. This   
indicates that no significant correlation was 
found between total WBC count with 
proven cases of neonatal sepsis.24 
Isolates of Pathogenic Bacteria 
The predominant pathogenic bacteria were 
K. pneumonia 14 (25.9%), and the second  

Discussion 
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common pathogens were followed by         
E. coli 12 (22.2%) and A. baumannii            
5(9.3%).  It means that K. pneumonia was 
identified as the most common bacteria  
responsible for neonatal sepsis. In contrast, 
the total predominant Gram-positive         
bacteria were 23 (42.6%), that isolated  
were 17 (31.5%) associated with EOS           
and was 6(11.1%) LOS, as S. aureus           
was 12 (22.2%) the most common bacterial              
isolates such as E. faecalis was                    
4 (7.4%), S. epidermidis was 3 (5.5%),               
S. haemolyticus was 2 (3.7%), only one  
isolate (1.9%) for St. agalactiae and              
Koccuria kristina found in EOS, it may             
be attributed to their conditions. The             
predominant cause of LOS followed by         
S. aureus and E. Faecalis,25,26 revealed       
in Kirkuk and Duhok pediatrics hospital   
that Gram-negatives bacteria were          
most common and represented by K.                  
pneumonia, E. coli and Pseudomonas sp. 
While Gram-positive bacteria; CoNS,              
S. aureus, St. pneumoniae were most               
commonly isolated.  
Molecular Based Detection of Bacteria 
One target genes were detected for most 
common isolated Gram-negative bacteria. 
To the identification of K. Pneumonia        
isolates by detection of amplicon size 90 
base pair ntrA gene (Lane:7 and lane13 
Figure 1).  E. Coli isolates by detection of 
884 bp.usp A gene (Lane 6 and line 12      

Figure 2), A. baumannii isolates by               
detection of 353 bp.blaOXA-51 gene (Lane 
4 Figure 3). While Gram-positive bacterial 
isolates, to the detection of S. Aureus        
isolates by recognition of 372 bp.16S rRNA
(Lane:2 and 12 Figure 4), and E. Faecalis 
isolates by detection of 648 bp.eda-1 gene 
(Lane:4 Figure 5), all detection isolated 
bacteria were showed in. The molecular 
methods have an advantage of being rapid 
as compared to conventional blood culture 
method and also useful in detecting           
non-cultivable microorganisms.27 PCR was 
used to measure highly conserved           
extraction of genomic DNA in a variety of 
isolated Gram-positive and Gram-negative 
bacteria by agarose gel electrophoresis 
techniques. This method has the potential 
to provide a more rapid diagnosis of         
bacteria and virus infectious, while studies 
are demonstrating increasing benefit, such 
tools are not available in all microbiology 
departments.27 In addition,28 reported that 
various studies had shown a sensitivity of 
41% to 100% and specificity of 86% to 
100% in comparison to blood culture. 
There are many reasons why molecular 
methods cannot replace blood culture as 
the gold standard. The most important  
reason is that molecular methods do           
not differentiate between live and dead             
bacteria as they are nucleic acid based.1 

Figure 1: Agarose gel showing amplification of the PCR products. M: DNA ladder.                 
No.: 1, 2, 3, 4, 5, 6, 7, 8, 9,10,11,12, 13, 14: Bacterial isolates. Lane:7 and lane13             
identification of K. pneumonia isolates by detection of amplicon size 90 base pair ntrAgene.  

268 



Neonatal sepsis: Bacteriological profile,molecular ……             Zanco J. Med. Sci., Vol. 24, No. (2), August, 2020 
https://doi.org/10.15218/zjms.2020.030 

14  

Figure 2: Agarose gel showing amplification of the PCR products. M: DNA ladder.                 
No.: 1, 2, 3, 4, 5, 6, 7, 8, 9,10,11,12: Bacterial isolates. Lane:6 and lane12 identification             
of E. coli isolates by detection of amplicon size 884 base pair uspAgene.  

Figure 3: Agarose gel showing amplification of the PCR products. M: DNA ladder.                    
No.: 1, 2, 3, 4, 5: Bacterial isolates. Lane:4 identification of A. baumannii isolates by                  
detection of 353 bp.blaOXA-51 gene.  
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Figure 4: Agarose gel showing amplification of the PCR products. M: DNA ladder.              
No.: 1, 2, 3, 4, 5, 6, 7, 8, 9,10,11,12: Bacterial isolates. Lane:2 and Lane 12: S. aureus  
isolates by recognition of 372 bp.16S rRNA gene.  

Figure 5: Agarose gel showing amplification of the PCR products. M: DNA ladder.            
No.: 1, 2, 3, 4: Bacterial isolates. Lane:4: Identification of Enterococcus faecalis isolates by 
detection of eda-1 gene.  
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Antibiotic Sensitivity Test   
The highly resistance percentage was 
against Ampicillin, Aztreonam, Ceftazidime, 
Piperacillin, Cefazolin, and many were        
becoming resistant to Cefepime, Ampicillin/
Sulbactam, Ceftriaxone, and Gentamicin. 
Whereas, all isolated Gram-negative            
bacteria were highly sensitive to Imipenem, 
Ceftriaxone, Levofloxacin that used disk 
diffusion method, and VITEK 2 system.  
Antibiotic resistance is now a global         
problem. Studies of multi drug resistant 
bacteria causing neonatal sepsis in               
developing countries are increasing,         
particularly in NICU.21 Gram positives           
bacteria in this study were high resistance 
100% against some antibiotics such as           
S. aureusto Penicillin, Cefoxitin, Oxacillin, 
Erythromycin, and Rifampin when used 
disk diffusion method, but in VITEK 2        
system it becomes decreases degree.        
Antibiotics were 100% resistant to St.         
agalactiae, as Clindamycin, Teicoplanin, 
Quinupristin/Dalfopristin, Vancomycin, and 
Rifampin when used VITEK 2 system. 
Whereas in Kirby-Bauer disk diffusion 
method noticed high resistant 100% to 
Penicillin, Cefoxitin, Oxacillin, Linezolid, 
Erythromycin, Vancomycin, Trimethoprim/
Sulfamethoxazole, Clindamycin, Rifampin, 
and Tobramycin. Some variation was noted 
between both methods to the same           
antibiotics, such as K. pneumonia was        
resistant to Ampicillin/Sulbactam 100%, 
Ceftriaxone 50.9%, Amikacin 49.10%,        
Gentamicin 51.2%, Ciprofloxacin 0%, and 
Trimethoprim/Sulfamethoxazole 48.2% 
through VITEK 2 system. While using disk 
diffusion method were 0%, 85.60%, 06.6%, 
83.30%, 28.57%, 75.9%, respectively. 
While E. coli was resist 60.9%, 70%,             
0%, 0%, 22.9%, 22.9% during VITEK 2 
system, and 11.2%, 86.20%, 0%, 90.20%, 
81.9%, 100%, when disc method used                       
respectively. The last bacteria of Gram-
negative bacteria were A. baumannii, had  
a partial different degree for both methods 
when compared with K. Pneumonia          
and E. coli. Gram-negative bacteria and 
Gram-positive bacteria were multidrug         

resistant (MDR), the antibiotic sensitivity 
pattern differs in different studies as well as 
at different times in the same hospitals, 
because of the emergence of resistant 
strains as a result of indiscriminate use of 
antibiotics in from South African.8 Köksal, 
Hacimustafaoğlu29 from India reported       
that Gram-negative bacteria were resistant 
to Ampicillin, Amoxicillin, Ticarcillin,         
Cefazoline, Cefotaxime, Ceftazidime,        
Ceftriaxone and Aminoglycosides. Only 
57.14% of the E. coli were sensitive to 
Gentamicin. A. baumannii was mostly         
sensitive to Amikacin (65%) and                
Ceftazidime (75%), with high resistance to 
Gentamicin (85%) and Meropenem (80%), 
all isolated A. baumannii strains were      
resistant to Tazobactam/Piperacillin. Also, 
in the current study all isolated E. coli were 
sensitive to Meropenem and Cefotaxime, 
with high sensitivity to Amikacin (65%)       
and Tazobactam/Piperacillin (92.8%)8 from 
South African. In contrast, most isolated 
Gram positives bacteria were resistant 
100% to Penicillin, Cefoxitin, Rifampin, but 
100% were sensitive to Moxifloxacin. But 
dissimilar with the results reported by          
El-Din et al.30 from Egypt. Moreover,         
Vergnano, et al.31 reported that It is difficult 
to compare antibiotic resistance between 
countries because the epidemiology of 
neonatal sepsis is extremely variable, that 
showed in some countries, S. aureus is  
the most common cause of neonatal            
sepsis, and methicillin resistant strains 
(methicillin resistant S. aureus (MRSA)) 
are widespread).  

Our results showed a high incidence of  
late onset sepsis in NICU/Erbil, mostly         
associated with Gram-negative bacteria 
than Gram-positive bacteria. Early mothers 
age married (<25 years), and rural area       
as a residency factor were more prone to 
neonatal sepsis. In addition, the most 
pathogens leading to neonatal sepsis are 
acquired from the mother's genital tract, 
suggests routine screening of pregnant 
women to determining appropriate               

Conclusion 
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treatment for positive cases before           
delivery. Finally, all isolated Gram-negative 
and Gram-positive bacteria were               
developing resistance to commonly used 
antibiotics, signify that the use of these  
antibiotics alone may be inefficient.  

Competing interests  
The authors declare no competing               
interests.  

References 
1. Russell AR. Neonatal sepsis. Paediatr Child 

Health 2015; 25(6):271–5 
2. Manzoni P, Rinaldi M, Cattani S, Pugni L,                 

Romeo MG, Messner H, et al. Bovine lactoferrin                
supplementation for prevention of late-onset        
sepsis in very low-birth-weight neonates:             
a randomized trial. JAMA 2009; 302(13):1421–8. 

3. Stoll BJ, Hansen N, Fanaroff AA, Wright LL,         
Carlo WA, Ehrenkranz RA, et al. Late-onset            
sepsis in very low birth weight neonates: the  
experience of the NICHD Neonatal Research 
Network. Pediatrics 2002; 110(2):285–91. 

4. Alarcon A, PeÑa P, Salas S, Sancha M, OmeÑaca 
FJT. Neonatal early onset Escherichia coli          
sepsis: trends in incidence and antimicrobial         
resistance in the era of intrapartum antimicrobial 
prophylaxis. Pediatr Infect Dis J 2004; 23(4):295–
9. 

5. Stoll BJ, Hansen N, Fanaroff AA, Wright LL, Carlo 
WA, Ehrenkranz RA, et al. Changes in pathogens 
causing early-onset sepsis in very-low-birth-
weight infants 2003; 58(1):17–8. 

6. Dong Y, Speer CP. The role of Staphylococcus 
epidermidis in neonatal sepsis: guarding angel or 
pathogenic devil? International journal of medical 
microbiology: IJMM 2014; 304(5-6):513–20. 

7. Marchant EA, Boyce GK, Sadarangani M, Lavoie 
PMJC, Immunology D. Neonatal sepsis due                
to coagulase-negative staphylococci. Clin Dev 
Immunol 2013; 2013:586076. 

8. Lebea MM, Davies VJ. Evaluation of culture-
proven neonatal sepsis at a tertiary care hospital 
in Johannesburg, South Africa. SAJCH 2017;           
11(4):170–3. 

9. Calfee DP, Farr BMJ. Comparison of four               
antiseptic preparations for skin in the prevention 
of contamination of percutaneously drawn blood 
cultures: a randomized trial. J Clin Microbiol 
2002; 40(5):1660–5. 

10. Doern CD, Mirrett S, Halstead D, Abid J, Okada 
P, Reller LB. Controlled Clinical Comparison of 
New Pediatric Medium with Adsorbent Polymeric 
Beads (PF Plus) versus Charcoal—containing PF 
Medium in the BacT/ALERT® Blood Culture        
System. J Clin Microbiol 2014: 52(6):1898–1900. 

11.  Pincus DH. Microbial identification using the 
bioMérieux Vitek 2 system.  In:  Miller MJ (Ed.),  

     Encyclopedia of rapid microbiological methods        
1-32. Parenteral Drug Association, Bethesda, 
USA; 2006. 

12. Anbazhagan D, Kathirvalu GG, Mansor M,       
Yan GOS, Yusof MY, Sekaran SD. Multiplex        
polymerase chain reaction (PCR) assays for        
the detection of Enterobacteriaceae in clinical 
samples. African Journal of Microbiology         
Research 2010; 4(11):1186–91. 

13. Chen J, Griffiths MJ. PCR differentiation of            
Escherichia coli from other Gram‐negative                
bacteria using primers derived from the              
nucleotide sequences flanking the gene                  
encoding the universal stress protein. Lett Appl 
Microbiol 1998; 27(6):369–71. 

14. Turton JF, Woodford N, Glover J, Yarde S,   
Kaufmann ME, Pitt TL. Identification of                 
Acinetobacter baumannii by detection of the 
blaOXA-51-like carbapenemase gene intrinsic to 
this species. J Clin Microbiol 2006; 44(8):2974–6. 

15. Karmakar A, Dua P, Ghosh C. Biochemical and 
molecular analysis of Staphylococcus aureus 
clinical isolates from hospitalized patients. Can J 
Infect Dis Med Microbiol 2016; 2016:9041636. 

16. Peykov SZ, Aleksandrova VD, Dimov SG. Rapid 
identification of Enterococcus faecalis by species
-specific primers based on the genes involved in 
the Entner–Doudoroff pathway. Mol Biol Rep 
2012; 39(6):7025–30. 

17. Weinstein MP, Limbago B, Patel J, Mathers A, 
Campeau S, Mazzulli T, et al. M100 Performance 
Standards for Antimicrobial Susceptibility                
Testing. 28th ed. CLSI supplement M100. 
Wayne, PA: Clinical and Laboratory Standards 
Institute; 2018. 

18. Bedford Russell AR, Kumar R. Early onset           
neonatal sepsis: diagnostic dilemmas and          
practical management. Archives of disease in 
childhood Fetal and neonatal edition. Arch              
Dis Child Fetal Neonatal Ed 2015; 100(4):F350–
4. 

19. Mohammed WFJA. Bacteriological study of        
Septicemia in Neonateat Baghdad pediatric          
hospitals. Al-Mustansiriyah Journal of Science 
2012; 23(7):49–56. 

20. Thakur S, Thakur K, Sood A, Chaudhary S.         
Bacteriological profile and antibiotic sensitivity 
pattern of neonatal septicaemia in a rural             
tertiary care hospital in North India. Indian J Med 
Microbiol 2016; 34(1):67–71. 

21. Aletayeb SMH, Khosravi AD, Dehdashtian M, 
Kompani F, Aramesh MR. Identification of            
bacterial agents and antimicrobial susceptibility 
of neonatal sepsis: A 54-month study in                        
a tertiary hospital. African Journal of Microbiology 
Research 2011; 5(5):528–31. 

22. Tosson AM, Speer CP. Microbial pathogens 
causative of neonatal sepsis in Arabic countries. 
J Matern Fetal Neonatal Med 2011; 24(8):990–4. 

23. Pierrakos C, Vincent JL. Sepsis biomarkers:          
a review. Critical Care 2010; 14(1):R15. 

272 



Neonatal sepsis: Bacteriological profile,molecular ……             Zanco J. Med. Sci., Vol. 24, No. (2), August, 2020 
https://doi.org/10.15218/zjms.2020.030 

18  

24. Naher B, Mannan M, Noor K, Shahidullah MJ. 
Role of serum procalcitonin and C-reactive          
protein in the diagnosis of neonatal sepsis.           
Bangladesh Med Res Counc Bull 2011; 37(2):40–
6. 

25. Sadiq ZM, Al-Anee AHJ. Sepsis in Neonatology 
Unit of Kirkuk Pediatric Hospital. Kirkuk University 
Journal-Scientific Studies 2010; 5(2):1–7. 

26. Sami MN. Early onset neonatal sepsis: clinical 
and bacteriological study in Duhok city. Thesis. 
University of Duhok, College of Science; 2018. 

27. Aarthi P, Bagyalakshmi R, Mohan K, Krishna M, 
Nitin M, Madhavan H, et al. First case series            
of emerging rickettsial neonatal sepsis                      
identified by polymerase chain reaction-based 
deoxyribonucleic acid sequencing. Indian J Med 
Microbiol 2013; 31(4):343. 

28. Paolucci M, Landini MP, Sambri VJ. How can  
the microbiologist help in diagnosing neonatal 
sepsis? Int J Pediatr 2012; 2012. 

29. Köksal N, Hacimustafaoğlu M, Bağci SJ.             
Meropenem in neonatal severe infections due to 
multiresistant gram-negative bacteria. The Indian 
Journal of Pediatrics 2001; 68(1):15–9. 

30. El-Din S, Rabie EM, El-Sokkary MMA, Bassiouny 
MR, Hassan RJ. Epidemiology of neonatal       
sepsis and implicated pathogens: a study from 
Egypt. Biomed Research International 2015; 
2015:509484. 

31. Vergnano S, Sharland M, Kazembe P, 
Mwansambo C, Heath PJ. Neonatal sepsis: an 
international perspective. Arch Dis Child Fetal 
Neonatal Ed 2005; 90(3):F220–FF4.  

273 



<<

  /ASCII85EncodePages false

  /AllowTransparency false

  /AutoPositionEPSFiles true

  /AutoRotatePages /None

  /Binding /Left

  /CalGrayProfile (Dot Gain 20%)

  /CalRGBProfile (sRGB IEC61966-2.1)

  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)

  /sRGBProfile (sRGB IEC61966-2.1)

  /CannotEmbedFontPolicy /Error

  /CompatibilityLevel 1.4

  /CompressObjects /Tags

  /CompressPages true

  /ConvertImagesToIndexed true

  /PassThroughJPEGImages true

  /CreateJobTicket false

  /DefaultRenderingIntent /Default

  /DetectBlends true

  /DetectCurves 0.0000

  /ColorConversionStrategy /CMYK

  /DoThumbnails false

  /EmbedAllFonts true

  /EmbedOpenType false

  /ParseICCProfilesInComments true

  /EmbedJobOptions true

  /DSCReportingLevel 0

  /EmitDSCWarnings false

  /EndPage -1

  /ImageMemory 1048576

  /LockDistillerParams false

  /MaxSubsetPct 100

  /Optimize true

  /OPM 1

  /ParseDSCComments true

  /ParseDSCCommentsForDocInfo true

  /PreserveCopyPage true

  /PreserveDICMYKValues true

  /PreserveEPSInfo true

  /PreserveFlatness true

  /PreserveHalftoneInfo false

  /PreserveOPIComments true

  /PreserveOverprintSettings true

  /StartPage 1

  /SubsetFonts true

  /TransferFunctionInfo /Apply

  /UCRandBGInfo /Preserve

  /UsePrologue false

  /ColorSettingsFile ()

  /AlwaysEmbed [ true

  ]

  /NeverEmbed [ true

  ]

  /AntiAliasColorImages false

  /CropColorImages true

  /ColorImageMinResolution 300

  /ColorImageMinResolutionPolicy /OK

  /DownsampleColorImages true

  /ColorImageDownsampleType /Bicubic

  /ColorImageResolution 300

  /ColorImageDepth -1

  /ColorImageMinDownsampleDepth 1

  /ColorImageDownsampleThreshold 1.50000

  /EncodeColorImages true

  /ColorImageFilter /DCTEncode

  /AutoFilterColorImages true

  /ColorImageAutoFilterStrategy /JPEG

  /ColorACSImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /ColorImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /JPEG2000ColorACSImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /JPEG2000ColorImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /AntiAliasGrayImages false

  /CropGrayImages true

  /GrayImageMinResolution 300

  /GrayImageMinResolutionPolicy /OK

  /DownsampleGrayImages true

  /GrayImageDownsampleType /Bicubic

  /GrayImageResolution 300

  /GrayImageDepth -1

  /GrayImageMinDownsampleDepth 2

  /GrayImageDownsampleThreshold 1.50000

  /EncodeGrayImages true

  /GrayImageFilter /DCTEncode

  /AutoFilterGrayImages true

  /GrayImageAutoFilterStrategy /JPEG

  /GrayACSImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /GrayImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /JPEG2000GrayACSImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /JPEG2000GrayImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /AntiAliasMonoImages false

  /CropMonoImages true

  /MonoImageMinResolution 1200

  /MonoImageMinResolutionPolicy /OK

  /DownsampleMonoImages true

  /MonoImageDownsampleType /Bicubic

  /MonoImageResolution 1200

  /MonoImageDepth -1

  /MonoImageDownsampleThreshold 1.50000

  /EncodeMonoImages true

  /MonoImageFilter /CCITTFaxEncode

  /MonoImageDict <<

    /K -1

  >>

  /AllowPSXObjects false

  /CheckCompliance [

    /None

  ]

  /PDFX1aCheck false

  /PDFX3Check false

  /PDFXCompliantPDFOnly false

  /PDFXNoTrimBoxError true

  /PDFXTrimBoxToMediaBoxOffset [

    0.00000

    0.00000

    0.00000

    0.00000

  ]

  /PDFXSetBleedBoxToMediaBox true

  /PDFXBleedBoxToTrimBoxOffset [

    0.00000

    0.00000

    0.00000

    0.00000

  ]

  /PDFXOutputIntentProfile ()

  /PDFXOutputConditionIdentifier ()

  /PDFXOutputCondition ()

  /PDFXRegistryName ()

  /PDFXTrapped /False



  /CreateJDFFile false

  /Description <<



    /BGR <>

    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>

    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>

    /CZE <>

    /DAN <>

    /DEU <>

    /ESP <>

    /ETI <>

    /FRA <>

    /GRE <>



    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)

    /HUN <>

    /ITA <>

    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>

    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>

    /LTH <>

    /LVI <>

    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)

    /NOR <>

    /POL <>

    /PTB <>

    /RUM <>

    /RUS <>

    /SKY <>

    /SLV <>

    /SUO <>

    /SVE <>

    /TUR <>

    /UKR <>

    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)

  >>

  /Namespace [

    (Adobe)

    (Common)

    (1.0)

  ]

  /OtherNamespaces [

    <<

      /AsReaderSpreads false

      /CropImagesToFrames true

      /ErrorControl /WarnAndContinue

      /FlattenerIgnoreSpreadOverrides false

      /IncludeGuidesGrids false

      /IncludeNonPrinting false

      /IncludeSlug false

      /Namespace [

        (Adobe)

        (InDesign)

        (4.0)

      ]

      /OmitPlacedBitmaps false

      /OmitPlacedEPS false

      /OmitPlacedPDF false

      /SimulateOverprint /Legacy

    >>

    <<

      /AddBleedMarks false

      /AddColorBars false

      /AddCropMarks false

      /AddPageInfo false

      /AddRegMarks false

      /ConvertColors /ConvertToCMYK

      /DestinationProfileName ()

      /DestinationProfileSelector /DocumentCMYK

      /Downsample16BitImages true

      /FlattenerPreset <<

        /PresetSelector /MediumResolution

      >>

      /FormElements false

      /GenerateStructure false

      /IncludeBookmarks false

      /IncludeHyperlinks false

      /IncludeInteractive false

      /IncludeLayers false

      /IncludeProfiles false

      /MultimediaHandling /UseObjectSettings

      /Namespace [

        (Adobe)

        (CreativeSuite)

        (2.0)

      ]

      /PDFXOutputIntentProfileSelector /DocumentCMYK

      /PreserveEditing true

      /UntaggedCMYKHandling /LeaveUntagged

      /UntaggedRGBHandling /UseDocumentProfile

      /UseDocumentBleed false

    >>

  ]

>> setdistillerparams

<<

  /HWResolution [2400 2400]

  /PageSize [612.000 792.000]

>> setpagedevice



