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Design of specific primers for the genes of the virulence
factors for some types of uncommon bacteria isolated
from Different Infection

L.M.I. Al-douri M.N.Maaroof
Northen Technical university .  Tikrit University-college of education for pure science

Abstract:

A total of 220 samples were collected from different sources of infection
from the patients of Tikrit Hospital and Samarra Teaching Hospital who
showed symptoms of infection, both sexes and different age groups for the
period from April 2017 to January 2018. The results of the isolating showed
that the number of samples that showed positive bacterial growth on the used
media was 135 samples (61.4%),while 85 samples (38.6%) of total samples
did not produce significant bacterial growth, The common bacteria isolates
in our study were the highest number of isolates with a total of 111 samples
and 82.2%, isolates uncommon bacterial showed 24 growth samples (17.8%).
The results showed that Morganella morganii had the highest percentage of
isolates by 3 isolates (12.5%), followed by Aerococcus urinae, Pseudomonas
stutzeri, Micrococcus luteus with isolates (8.2%),the other species, only one
isolate (4.2%) was obtained, All isolates showed an absolute sensitivity of
100% for Imipenem and 100% absolute resistance to 10 antibiotics,the results
showed that both bacteria Kocuria kristinae, Ochrobactrum anthropi, have
three virulence factors ,Protease, Urease, B-lactamase, While the bacterial
species Sphingomonas paucimobilis, Gemella sanguinis, Aerococcus urinae,
Pseudomonas stutzeri, Pseudomonas fluorescens, gave a positive test result
for the production of B-lactamase, Hemolysin, while Morganella morganii,
Alloiococcus Otitis have two factor ,Urease, , B-lactamase. As for the isolates
Pantoea agglomerans, Kocuria rosea has shown its ability to produce only
one type of B-lactamase, Plasmid DNA was extracted from uncommon
isolates, whose genes responsible for the virulence factors were identified.
In reviewing the previous studies, no primers were found for these genes,
so we designed all the primers used in the current study under the terms
of special programs for the design of primers and according on the basic
database at the National Center for Biotechnology Information (NCBI).
When using PCR and transmitting its results to the gel, 10 specific primers
showed variation bands of molecular weight tracking for 6 bacterial species
as follows: Morganella morganii (B-lac-Mu9, UreE), Ochrobactrum anthropi
(B-lac-OANT , UreC) (B-lac-SP6, Hem-Sp6) for Sphingomonas paucimobilis, and
Pseudomonas Fluorescens for two primer (B-lac-PSF113, Hem-PSF113), and one
primer for hemolysin gene for Pseudomonas stutzeri (Hem-PSTAB),and Only
one antibiotic resistance gene to the bacteria Pantoea agglomerans (B-lac-
BEE12), all of the specific primers designed for the above indicated different
pands on the gel in electrophoresis .
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45 « Urease. Protease oL£| Jels sl gis
s Lzl s J ol 615 (a5 6T gl
=51 ds Lasl gl pas) Blood agar ) lau
.Hemolysin

Protease

RETREY - ) PO [-SW PPN UPVRE Ay W
Loglie yood olslze 10 pAS] !
Sphingo.paucimobilis U ;S i—wles
Slslze 9 oLZ] Laslin dus dimy Cm
s dlsols oLA il 5 (90) ek
S cal] LesJy  Cotrimoxazole
L ldca s Imipenem sLall o LE| s slie J
mpw&uwmb;@x@
el 3 [20]0L U1 Lal |solall i
Pseudomonas .4 ¢1,51 (s e 61
sLaall deglie 552y ) Ol JIs 8
olslaol) i slie s (7. 10) iy Imipenem
Oxytetracycline iz s g, =Y
J—o 5 | «(/. 83) Doxycycline «(7.67)
JdISeould sv 4, Sl ian bl 3 18]l
o Ps.Stutzeri g =S ¢ o)l e L1S)
bladd (7.100) iildas Lowluo 5 4gb JN=
Imipenem « Levofloxacin« a5 szl
Meropenem. Piperacillin . Ceftazidime
ey 3 [26] ,Lal (s « Aztreonam
icwle 354> JI P.agglomerans L ;S
olslall oLZ] (7 92.5) i L xSl odd
Meropenem. Trimethoprim. ampicillin
.« Ofloxacin
51l ol g s
AL S e 50 17 8,008 o |
Jeolse 4zl e il 2 LA e 3 5l
It e sl podl pad Sl S LS 2 oy 55
« Hemolysin enzyme (Y sacdl o 5] L]
el y olidy A JJ£ cUrease L, 5l o 53l
Sslaald Lgzeslia s Protease I v 3 Laj) 3
oSV o 5Y i 25 I s iy b
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L) o s 2 dony e Lrnall odie prpnas O
femadl e Jony e OUAL oo Lgie ¢ (L
AU Ayl s & gl s ¢ p VI s
S dle 2 0552 DNA e 555
(3)8, 52l G el 5

Jodedll 3 ol o 31 Jolis

Polymerase Chain Reaction (PCR)

Js a2sls J 55 PCR I plise ) ue
3Ll p o dnaateie DLl 10 & bl (oSl
LS gl 60 s im0V ol
S5 DU ot and gl o bl
(B-lac-Mug« UreE) M.morganii |
bp (956¢254) ¢ >j.x_>={r}_>aj_@m¢;.>
¢ > (B-lac-OANT « UreC) O. anthropi
ol ¢ JI sl Le (3520578) bp wi
Sph. L&) (B-lac-SP6 « Hem-Sps)
«(368¢500) bp p ;> o b1 paucimobilis
bp 55 e s s allall o5 ) IS |
oW Ps.fluorescens U ;) (267.223)
sy «(B-lac-PSF113 ¢ Hem-PSF113)
Ps.stutzeri U ;S G sondl a5 ot
ok tesL UIS « (459) (Hem—PSTAB) bp
Pa. L 58 i st olsLall i sl Lo s a1
sl (B-lac-BEE12)  agglomerans
2S5 (254) bp el inpr de g bl
()35l § o 5

G sl el Jolse oLl e i iSO
L A1 8,05 (3 et e 20 2asLa DUl L Sl
Uyl LS ot b ol ¥ el 2] Lo
) O bl am e oy cslS e
B-lactamase 5l - e 5,08l Y Al
sl b oY ;e 5 oS | « (100) A
el iy Hemolysin 5] ~Ls) L
Ll e cms AN Y 5l g et 0 (745.5)
=l Urease 5l # L5 e coSE Y 0 4
L yds il la b e O) - 3¢ (736.4)
(7.18.2) sy a5 iy s Protease J - | Le
J=lse gl s Lo G aw il Y 5l e
AP Gt se o IS5 851 2l

Sl Y peld 0 s gl

L oS N -l ISV DNA U1 e o
DNAJI iasy jodeal sie plasauly
Pure yield plasmid mini prep) i ;3!
(USA) is & |3 s 554l (System
o~ DNA I odsul o5 &> « Promega
L5 o sl AL L S e i) 50 T
by o oY 5l L o5 1 S 1,5 kel
Brain Heart Infusion §Lsls « &l o
o2~ DNA | oMl Lles |3 Broth
el sl ) o oY all eleVl 55 dos - s
=L C}@:\LA 3ol s Ay s L
G U LSl LUl BLs,Y Bl c s Gl
.[34] PCR L, L)l el

J=>= 2 ds A DNA I e catsll o505
L1 5 0 5558Y1 e3s e Tl o8 lal
SUTRJERECE (R WP gy Wy N O
G e (S aass 155045 & el s e 30
) L 90 3L 60 A sl s o 52 45 g
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4.2 0.45 1 Sy Citrobacter freundii
4.2 0.45 [ B Citrobacter koseri
4.2 0.45 1 Sy Acinatobacter calcoaceticus
4.2 0.45 L CoA Acinatobacter baumanii
4.2 0.45 1 B Sphingomonas paucimobilis
12.4 1.36 3 sy

Morganella morganii

oA
4.2 0.45 1 Sy Enterobacter ludwigii
4.2 0.45 [ ) Pseudomonas fluorescens
8.2 0.91 2 Sy Aerococcus urinae
4.2 0.45 1 Sy Pantoea agglomerans
4.2 0.45 1 Sl Ochrobactrum anthropi
8.2 0.91 2 :\jﬁ‘q Pseudomonas stutzeri
4.2 0.45 1 t\ yﬁ\ Kocuriarosea
4.2 0.45 1 Sy Kocuria kristinae
8.2 0.91 2 B Micrococcus luteus
4.2 0.45 L cs A Aeromonas salmonicida
4.2 0.45 L CoA Alloiococcus otitis
4.2 0.45 1 Sy Gemella sanguinis
4.2 0.45 1 Sy Streptococcus sobrinus
/100 24 g ozl




115 H

dublyoll dooladl - dw il duls - duolellg dugy s Ul Sluwlyadl ddoo
02020 JoUl (il - 84l pgle - eyludl alaall - jdue gusludl saell

Y elslael L slas sImipenem sbacld E. ludwigii b 7S5 Gl (1) 5 gl

AL &y oS Y 5l 50 Nl o (3) J g

55 )l ol se )
- S
B-lactamase Hemolysin | Protease Urease
+ - - + Morganella morganii
+ - + + Kocuria kristinae
" - + + Ochrobactrum anthropi
+ - - + Alloiococcus Otitis
+ + - - Sphingomonas paucimobilis
+ + - - Gemella sanguinis
" o - - Pseudomonas Fluorescens
+ + - - Aerococcus urinae
+ + - - Pseudomonas stutzeri
+ - - - Pantoea agglomerans
+ - - - Kocuria rosea
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1

Cuitel v T T LA o S At T B g B

17D 528 7u 5,831 ks Lo 2L &SI <Y AU DNA Y > 5(3) 55 500

.Ochrobactrum anthropi - 2
Kocuria kristinae - 4
Pantoea agglomerans - 6

. Pseudomonas fluorescens - 8

. Gemella sanguinis - 10

«  .Morganella morganii -1
‘ . Alloiococcus Otitis - 3
, .Kocuria rosea - 5
,  Pseudomonas stutzeri - 7
: Aerococcus urinae - 9

Sphingomonas paucimobilis - 11
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1500

1000

500

100

LA Y52 PCR a3 ol I o 53] Joolis sl 5L 6801 o A1 (4) 3, 50
(1) =5 70 55,8Y1 eds Lo alLanll

.(a- UreC /b- B-lac-OANT) .Ochrobactrum anthropi - 1

.(a- Hem-PSF 113 /b-B-lac-PSF113) .Pseudomonas fluorescens - 2

.(a- UreE /b- B- B-lac-Mu9) Morganella morganii - 3
.(B-lac-BEE12) Pantoea agglomerans - 4

.(Hem-PSTAB) Pseudomonas stutzeri. - 5

.(B-lac-SP6 b-ca-Hem-Spé) Sphingomonas paucimobilis - 6




