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GAlially Jiam clbaaallsday ¢ (5) ol Y dalee A
WY AL hly A, hly B, hly C, hly D &)Y
HLYA , HLYB , HLYC , Jedidpin i sd day )|
(16 Omea¥ saiell 21 e A s5me M 8l Lo HLYD
)
il (Y sasall a5 e 8 siall il ol Al ) las
OVl il ¢ sl Sleall dm yad) Eocoli L 5iSs (e
a3 g il Gl A aat L) 0 g gia ge () 950
Polymerase el sl a 33 Abodes Je i dus Jlaaindy
doalill e atul )3 e "Slad ¢ chain reaction ( PCR )
330 ) ol JUE AL (e (5 yaill g ¢ Ay jedad)
¢ "Ltie Recipient cells dabimall LAY )5 6kl
-1 olle Aul ) calad 4dle
Aol Sleallda yodl Ecoli LS pasd S5 J e -
e I cpaal jall (oo ydll
e 6 el plal) ity aileil) 53Y 515 JULY!
LAl gall
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Jaad) (3l kg 3 gall
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G JIaill g 45 6 Calias Ay il V15 Al Y ¢ s
Al 4 Sl WL pand 5 Sy, (24 ) 4daal
JMA 4« Hemolytic exotoxin illaall dua JRl) & saull
Glabal (Ao Aalill 4 )5S 5 jeniusall J o AdliS dikaie 5 g
il andl Gl sl sl it Sl Aland g0 ) ¢ o2l )
(26)
O ) Y sasel) (pa 103 33 Glilia Gl 2y 28
Js¥ e A ) el madl Al Fcoli LS Y3
Diffusible =il Y sl e s e g
¢ o - hemolysin (¥ sa Wl — e s hemolysin
=5 Cell — bound Al "Uas je (555 43ld G L)
U= e sl S o) B -
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il o Sall & 53l e 5S35 Repeats in Toxin (23
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haemolysin production
) ral) aall (e Jilab ) LR Y1 13 6l jaY Jaxind
(20) GFasWMEs(A,B,AB,O
Polymerase chain reaction 5 eliall Alulud) Jelis -
ml e gl s paliiall ALulull Jeld pasd g sl
gladl e s 3edl Ecoli LSy (e ginallivin¥ sangll
Laaioadl Giliall DNA — cilials Jleatials 441 gl i)
deawadls hlyA , hlyB  hly-plasmid , 3% 2
(1 Jsan) U e als Qe

Leilila 5 Lol g <l pantonall amns Riaaiall 415N Cilisal)
Lgral 2oy el a3 LOAN Cldin s 3 6 ¢ Lgeldi )
Cradd Glb aey | Lgraad 5 WAL IS5 diacaiall o) S diay
S LS, (12 ) hela La e Malaie) Y sl
i penar Alidiall 4 pan el Cilia adll o) all ana il
DSl g oS W) sl @lliS 5« IMVIC —1 @l sl

C(4) B aos e My ) S
O pasgl) L) o L S AL e (5 all -

Identification of the bacterial ability of

Al Al A Alariiad) (PCR ) =) @6 aaa g A g ailil) 3o g8 Judad g clialal) (1) Jgan

Ak diall | @bass L gl oo ) 58 Jedess 3
M\
ossen gl | 575bp | CTTAGGAAAGGCAGGCAGTG | F | hipd
A ACTTATCGGCAATGGACAGG | R
GsaN3eh ¢E | 323bp | CTGGTTATTTCCGGGGATTT | F | hlyB
B GAACCAGAACGTCCGACAAT | R
sasoh g | 641bp | TGGTGCAGCAGAAAAAGTTG | F | hiyA-
Bl d2 00 A CACTTGCAGCTGTTGTCGAT plasmid

BYBLY{PV TSP
(17) sk sy juma
8 alill Al Je s gy o jpani -
— e Juaaiadss el Al ile Jeldi gy jn puian
A8, Glaglai cown s AccuPower® PCR - PreMix
(2) Jsaall 8 LS 5 eadll

PCR master mix

s Ol ghad 3ae e Gandl) S A
51 S sl (g 95 Llaalal) (el -
Genomic DNA extraction
o305 S DNA (555 padlall padai ) o5
5 alall aall Jleaiss M35 Elcoli LA (e s D01
20- 300 Aa 8 Lada g 3 el 4S Al Cilanlal as
b aldl g 33 A Jeld (and o) ) el O

4 Al b dlaiuall PCR pre mix 5 el Ul Jolii g jn pgaa g cligla (2 ) Jg

LA sl g Ay pgdaal)
PCR master mix Volume
DNA template 2.5puL
Primers Forward primer 1.5 pLL
Reversed primer 1.5 pL
PCR water 19.5 L
Total 25 uLL
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2(3) dssll

@l ad ) Jleniady 5 el Al Jeléi (5 al
2 LS Sleall 4wy o35 « Thermocycler PCR — el

.E.coli WS 2 ) A aduzaal) aladinls DNA 2 adulail Jtial) i g il (3) Jgea

PCR steps Repeat cycle Temperature Time
Initial denaturation 1 95 C 5 min
Denaturation 95 C 5 sec
Annealing 30 55C 30 sec
Extension 72 C 45 sec
Final extention 1 72 C 7 min
Hold - 4 C Forever
(% Jdie i Aol s Focoli LS ol an g adl Agar  gel  JS¥ o 8 Ll gsh Joa il -
&) W) Jadis IS8 (194 59.5 ) Adiiall Al Ll ¢ 40.5) electrophoresis

(4 s ) ) i) LY Al 5 A 4y Sl
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elaia¥ly sl g siwdl s nlay Ecoli

| Adli ) Cllainall L gl

Ly pumaall 5 JSY) el AL eSH dis il e sl
Aol o5 w80 ks s 100 2> (B8 @3 9% 1.5
— 15 saliied) DNA —) Bands p s oo <ol i jil
PCR Products —IIzils Jia g2y adadl DNA
.(17 )ak sy PCR
s S ) BY) -
C(14) B be e Sl Gl Y dlae oy )
4B 5 gilatl)
Isolation & Identification (asdddll gl

Bacterial Conjugation

A gl) llal) Zladly Cpbiaal) (il pall (0 A gaal) E.coli LA (4) ds>

4g giall qanadl) sl <y
40.5 94 E.coli S g
82.3 232
59.5 138 | Gub———ia¥y
s AY
17.7 50 Sy
100 282 £ saadl

gsaan e (% 42.6) e 40 g aas3 ¢, AB,0)
gl e 3 0l GSlS Eeoli LSl saile Al e 04
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Heamolysin production
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Detection of
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Al A Al il @ jedal i A pall aldl e L)
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A ALk Y said) Ecoli LS SN pany i
O 2ns 3¢ i Lacingll Sl 7 8 LAY (e ALy sl
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DNA Ul 83jha5 32als dja (Ao &Y jall aran gl gial
S(1dsa)

Ml 5eS Al iy L all 13g) Alaaiad) 32all Jleainlh DNA
Lo Junindy aie Sl ((%1.5 ) SsoSY) S b

B clsh (100) 503 (% 1.5) 33V o (e it eS) g iy DNA ) (e glilsi (1) g
L Bl oYl (1-16 ) W) E.coli b Asd Baal g Aolu 5aaly el (80 ) 4

PLa e pdadll DNA aas Gls ad a5 Lo il (354
"a53( 100-2000 marker ) o~k aaally 4 Jia
19 ) lede dian Al il 4 jlae o oS5 dagill o285 ¢ " ld
g Aly OraY sadl jalall caaldl G aa g 28 o)l 8 (
Onbaall (o all o A g el Y 2l G (% 96 ) 2

CUTT ) zlealy

Y jall aan o) ial LAl md o il &y g Bl

e (% 100)  Aesiysddie 40 Al ) 8 Aleaiind)
hly A, hly B \wbs Gra¥ sasedl Uiy cpidiall Gl
a3 (575, 323 ) Akl Gl 53 Gae g ga s NI
o il 53 A 5 (2 JS ) s e Mhaels
%1.5) 535SV 2 lelaglia i 3as hlyA , hiyB O

) SS9 a3 e Ll gS s yallg Ecoli LASH Gmasmisas S hipA , hiyB Ol s gl 6 (2 ) J8&

<Y 2l (DNA Ladder )

Fiag M 32asY) ¢ Baal g Aol Saaly susal (80 ) 32 G085 (100 ) &l sbs ( %1.5

Mseld " g5 (575,323 ) wasdl Lasa(1-8)



2017 diuw laad|  22alay|

d9nl| eelell duwalal| dlo

e 32l paas Jeay ¢ e IS (A aa ) 1210 (s Jaxa
a1 SE IS Gilage B il ¢ 1-33 Kbp (Mo
. (%28.9 ) 4 ISE A ¢ 4-5 Kbp
poall e la dla (1910 ) @Y e day )l & pglal LS
ae Ml (118,23,35,37 ) @V jally dliaie dpape 300
A 8 ) (53 ) S oY sael) Lealiil (e
U sane Sl J8 (a3 il Y sangll Leali) ddaa ()5S
6 25284 a5 o3 3 Slall e gl o s sa s SN e
O Al i€ Y Sl (e (%21 ) s o Ol 8 ()
Clalcaall 3o xia da glie Joand CilS LSl g ¢ Cilaa j30)

Q\JL@AH:\_A}M\ Ql_\.\;ua.suu\ L.A‘ ‘).\_.IQ\A_AJA_J_,.\;J\
S S o g ga 5 S

Screening of DNA (s Sl Ul 359 (& (g pail)
plasmid
2 B il Y el adaea o) gial (3 JSA ) bl iy
saals e 35 e G S g0 350 o e
ol aen Cigdal 3 ¢ Adde 36 (%90 ) p o A5 I
5 A 3 A e lage B e Al Y )
285305 36 (%90 ) i IS 1200 bp aaal)
%35 ) 3aal 5 A0 300 A Gabe 3300 300 6 el e 55
¢Adie 19 (%47.5) O 32 e o ¢ Ad3e 14 (
(7522 ) V32 3(%7.5) a3 aja 3305
98 g bl o cpin Y sanell Lealiihy <Y jall sda < jlial 248
& (2012 ) <iclen s Farshad W sl dul 3 Ay, Ljebae
Sl 3B dliai A3 76 (%79 ) s of idS )

@ls (100) Ailsdy (% 1.5) Jos¥ oD lo ibgsh dia Al (sa B DNA — adladud il 5i (3 ) Js&
(1-15) 82e¥ g« ( DNA Ladder ) Jias M 332 E. coli b ASs 5aa) g Al 2al g yual (80 ) 34> 349

L Bdaall ey )
Aol ) 8 A il ¥ ) (B e Pl o) aaad & giall Al (7)) Jgta
4y gial) Ay oy ad) e Aaaia P 2 jad) axe
10 4 0
35 14 1
47.5 19 2
7.5 3 3

& 5 el 3 ¢ Ganadte (b Jlaninly s e 30U e Jsanall GansY sanedl 2 LY il aall e g a5 LS
dsand 5 ale s a5V Arpay 48 smadll 5 (%1.5 ) DSV W e lela 55 axy hilyd plasmid o)) s
(4 I8 ) A5 36 (%90 ) s hlyA plasmid ) e Al Al a8 Y jall o gl Landid) (358 28Y) aas
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400bp

200b
300bp

200bp

100bp

) S AsY 2 e il g8 A sallg E.coli b Sy gﬁ:‘:ﬂﬂ-ﬁ‘ hiyA plasmid o) piaii &5 (4) buga
1-) Y2l (DNA Ladder ) Jiey M 3 ¢ 32l g dolu 2l ) (80 ) %2 AA9(100) 4ilgdy (%1.5
LMD e LB a5 (641 ) pesdl Lasa (8

hiyAd ol QL) e 2SI 4 a3 (e g dalissal) LD
e 3SUI a3 3 4l @Y LA PCR s o) sabls plasmid
Lol 13 A 31 LAY o) gial

OB dlae Guda 8 oyl je (Jd il & jelal LS
By ¢ lae 3B e L sl e ae N e (% 40 ) A
e Glane 30 e Y el sl el sial W ) 0 gny
B g B dlee A Jy) e sl L Gad 440y
o Al AL ) e DU e s JLE) L8 3 gy
Aliine 4l ) Clage 3B 355 e a ) Ao () JEY) Al
ey 300 3 il cliall b laé o) 3 ik Cagan I LI
ilage 3 Juas) 8 Jad ) o Les ¢ Gall oy yil dadalal)
(7)) Lere il Gl 3 g g (e a2 ) (Ao Al 5BY) e
Lagda g JUESY) Jaad 8 CDEAY) 1 Judl) g jay 28
i Al Ml (58 28 (oA Lewads ilane 3301 038 (S 3
O dalee JBA il 3301 )
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GRS o) By

A Ll s il iy (¥ e 5 ) oy idl
e SV 3o 3 rlad Y1 0l el 3 (pnsalis
) Ain s (Y32 5) deal 0o O EY Adlasy ELcoli L5
31355 e AT Al SEY1 LN i) 3 (% 60
Adee o oo Juls Aol AU e Al 2 Y Sl
e A glal) Aty Bl sY) e L sai J5A (e ol BY)
100 (bed 5SS Culssa¥) 5 el 1) Gy sl Gpalicadl)
Al LA e i e 5 ¢ cppaladl) SIS e / a5 Sile
e 1 Y LAY s ol sial el 55SY1 2o e
- A LAl Apas 5301 6 5l 4y slse danae 330 0 s

ol b Yl WSy PCR —) s daldas B8 (e s

A SN e sl e e P (Ao Sgana BlyA plasmid
i I (e 5 ¢ oY) Aulee JMA JEiY) 43Sy
(25 6 )Y el aslia 3 aa gl e DL Jl
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Abstract

The present study included isolation and diagnosis of the bacteria Escherichia coli from
patients suffering urinary tract infection symptoms in different ages and both sexes, which was
taken from the consulting patients in Maternal Hospital, and General Teaching Hospital in AL-
Diwianyia city during the period from 1/3/2012 till 1/8/2012 .

The results of morphological and biochemical tests appeared that 94 isolates belong to bacteria
E. coli , among them 40 (42.6%) isolates were hemolysis on blood agar plates containing human
blood ( A, B, AB, O ) and were production percentage of hemolysin (55%, 72.5%, 20%, and 40%)
respectively .

Some virulence factors, which bacteria have, were studied in both phenotypical and genotypical .
Such as hemolysin production . The results showed that all the bacterial samples 40 (100%) were
hemolysin production phenotypically as well as had the chromosomal genes hly4 and hlyB 40
(100%) and also had the plasmid gene hlyA plasmid 36 (90%) by using the polymerase chain
reaction for detection about these genes .

The results of electrophoresis on Agarose gel showed that most of the bacterial isolates contain
plasmid bands between one to three 36 (90%) . All isolates contained one plasmid band large in
size, it molecular weight was about 1200 bp 36 (90%) isolate, the plasmid bands distributed among
one plasmid band 14 (35%) isolates, two plasmid band 19 (47.5%) isolates, and three plsmid band 3
(7.5%) isolates .

The results of bacterial conjugation showed the possibility of transmitting of plasmids among
E.coli giving isolates and E.coli MM294 receiving strain in complete process . The features of the
conjugation cells were studied as having virulence factor phenotypically included hemolysin
production, and also were detected about Aly4 plasmid  the results showed that isolates were
contained of that gene .
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