P- ISSN 1991-8941 , E-ISSN 2706-6703
2015 (9), (2) :73-80

(JUAPS) 44 suaall o glell JLui¥) deala dlas

Open Access

@\ o oaaiil Multiplex PCR asiall edecil) §yalall o s 44585 aladiul

f)

*SA deaa daa) ** laal jlall e daal

astal) 408/ LY dxala®
¢)m43\ C'_aLn\).J B /)1..\3\]\ Aaala®*

:\:\Sl:\ai\ Glabaall lgiaglia Aaady ebs :\.a.ual z\.la‘g.d\ z\ﬁm}d‘ L sty &bl\

* Qe oliss oylad

:dadal)
Glasias @ard (G oo b ) Lyl SV (e ddlide die £04 pan o3

o Lo Ao 1o Ciad s LYY 0 bt Ay Yoy € U 000 (e 8yl (DI (asadidly )
s @rebaall e il 3,k Mol Strep.  pyogenes i Yo 4 Staph. aureus \&)
I Vel daslia il miln cyell Vaitek cliylal) lea alatiul cuadd astilly Sbes sl
Yie Vo iy clabiaall s2gd Lgiaglia (8 Ll aalsall (il (e 400al)l Cilaliadll e Ve
LSl e il oalsd) (e 22 Cranna claliaal) daglie 8 bl Guld e Guin IS
haaluil) 5 alill Jeo b 4 aladiuly clabiaall Lgiaglie e Liaf CalSlly Led Sadia gpa aladily
staph. Aureaus ye JS o) Jaa sl day cae Laail) il Ciyelals amultiplex  PCR aaxidl)
strep. Pyogenes “Nye JS; andii pineS 3% o) Sa My fomA cpall e (getal
Glabiaall e dasw Aaglie Sl 39 e 2SN o5 Jelal) puds A TUIUA ) e (g5ins
Ggial Eua (Amp, tetR, Tri, Gen, Imp, Qnl and mecA) ddlida aualas (A sailal) ksl
& auli cpa A tetRmecA, Gen, ImpQnlTri cpa Ao staph. aureus <Nje IS
mecA Amp,gen,tri cilua e cigial a3 Strep. Pyogenes .cYe LIAMp e laglgial
il Sy bl 038 YA oy Wil pen ek o) G QNI i lelgilsia) 8 s,
Lgiaglio iy 288 5ysumgy Apnimpal) 3keil) (o LS (i 8 0wl Abolucl] 550l 3

Adgyeal) Ay ) ileasaill paall 535 JB 2gns el i gy Jlaxind) Aailal) 4alall cilaliaal

s cilaglae

YONY /e ekl &0
YoV E/0/T sl &G
ARARTEIAREENS R

DOI: 10.37652/juaps.2015.127656

;ﬂ.pl.ﬁ.d\ Silalsly
multiplex PCR,
antibiotic resistance,

. strep. Pyogenes,staph. aureus

:4aa8al)

Ulae 4l £ 150 zopally Gopall S mual 1Y

SV ) Lae clilaall 2y Lals mopalls Gall Cilayy b dails
Luaally LSl limyaall el s 1 (2) Lo gl s g li))
3 Streptococcus:staphylococcus aureus a Ul
bl oo 4ol Ly g1V odgd dppall dpaa¥l ol
staphylococcus g5l axy .(3) Slddiuall 8 3pbds sane
e e 3 duajedl 5L A0 e o) a8l (e aureus
Sl lajilly S oS, moall Sl e ol

A

oSy S B aal (e ahS drpal  Aansall LSyl 2
oo il ol ) Ldle syl (aleY) (e el i
o Ol 3l 238 A Gabal ) ) Ypamy Adnsead) nbia)
Gl e aeld Al 3ghall dale e el LSO
.(l)iﬂaha}]\
* Corresponding author at: University of Anbar / College of

Science
E-mail address:



P- ISSN 1991-8941 , E-ISSN 2706-6703
2015 (9), (2) :73-80

g 2l asiall 3 TUf (2D 5l aaly sa g o TUF o
LS GHC o LSl ssinne o (i) gaill o ading
G+C (e Wlsine (¥ L aaly TUf Jesd oIS dasal Langall
Gl 138 e ilailiiyg 5,88 add Jeal PCR Ul pas lll Jil8
asSs @Al Strepto. pyogenes LSy ol gall ey 1A
gsills TUB 5 TUM L Tuf Cpall 138 (e Cpe s 3asr 3 Ll e
LI Strepto. pyogenes LySs & ssage 5% s 8 TURA
Staphlococcus 5 Listeria 5 Bacillus b xagé TuB ¢4l
Ll S Streplo. pyogenes LSy A agasall Guall Nag

(11) LA Ll 8 seluy 53 ol

Jaad) @ik 3lgall
—ralial) paddly alial) e

Gled Adlide dpapw YVl e e (£00) aea &
Oy ) S il g Al masall (Bgall ¢ haYI)
O (g lly alall calaill (galo)l) adiine (g (Ol algal
Apgaall Gliagmill cuppals Y10 Lld jed 4lads Yoy e st
ol Lalle dadall Lalell aladll e aldie) dysingaslls
5 (Staph Y. ) alas aladiad ) délal (13; 12) Lysil
ol aladiu) & yals (Strepto Yoo ) el alaasal
Cuidl & weVitek 2 system Slea aladiuly o gl
S L Cag aldY) Ak Alall claliadll ciall daglia
Lahall ad Al GV el e e Gapall (14)
iplall clladl Gabil e de sane aladiuly 45kall claliadl
(V) Jsaalldla ) oxoid 4S5 8 (g 3jeaadll

Loabaad) HLad) & dasdioial) 4yganldl clabiaa Gl (1) Jsin

S
N Antibiotic Y\ AR AR

wap
1 Tobramycin TOB 10
2 | Chloramphenicol C 30
3 Gentamicim Gen 15
4 Cefotaxime CTX 30
5 Pencillin P 10
6 Ampicillin AmP 10
7 tetracycline TE 30
8 Imipenem IPM 10
9 Naldix acid NA 30
10 Vancomycin VAC 30
11 Cefepime FEP 30
12 | Trimethoprim/

Sulfamethoxazole cot %
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mecA:methicillin ; Gen :gentamycin ;Amp : ampicillin ;
Qnl: qunolate ; imp: imipenem ; tetR: tetracycline ; tri :
trimethoprim
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Jli cjea Al (15) S W s, ( AMP, mecA, impenem
< a8, o BIONEER) 4835 (4 (Lyophilized) sise (3 gasa
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CGCAAACTGT
162 TGGCCACTAT femA-F
TCACTGGACC femA-R
GCGATTTGAA
CCGTGGTACT
265 GTTCGTGTCA Tu(tuf)-F
GTGACGTCCA Tu(tuf)-R
CCTTCGTCTT
CCAGGAATGCAGA
656 AAGACCAAAGCA MecA-F
GGGTGGATAGCA MecA-R
GTACCTGAGCCA
ATCCCGCAACAG
600 CCCGGGACTTA Gen-F
AACCTGAAGGC Gen-R
TCGCAAGAGCG
TTCCCACGCTA
458 CTGGTGTGGCT Amp-F
GGCCGGTAACG Amp-R
CTTTCTCACCA
CGCAGCGACTT
374 TCGACGTGCTA Qnl-F
AGTGATGCACC Qnl-R
CGCTAGGTTCGT
CTGGTGCTGCA
280 ATGGCGGATGA Imp-F
GTGCTTGCACC Imp-R
CCATGGACGAA
GCTTTGCTCGA
267 CGCCTTAGCCAT TetR-F
CCCCACAGCGC TetR-R
TGAGTGCATATAA
TGGAGTTATCG
104 GGAATGGCCCTG Tr_i-F
TCTTGCGTCCA Tri-R
ACCAACAGCCA

femA:Staphaminoacyltransferase.;  Tu(tuf):Streptococcus
pyogenes strain CCUG 4207 elongation factor gene. ;
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4 Cefotaxime 50 (0] 9 | 22| 0 | 13
5 Pencillin 60 0] O | 35| O 0
6 Ampicillin 48 | 0] 12135 ] 0 0
7 Tetracycline 5 | 0| 4 |10 | 12 | 13
8 Imipenem 8 |0[52] 4 3 |28
9 Naldixic acid 54 | 0| 6 | 25| 1 9
10 Vancomycin 181042 7 0 | 28
11 Cefepime 58 |0 2 |29 | 1 5
Trimethoprim/
12 Sulfamethoxazol | 51 [ 0| 9 33| 0 2
e
R: Resistance.  I: Intermediate  S: Sensitive
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Using Multiplex PCR Technique for Detection of Some Pathogenic Gram
Positive bacteria and Determination of Its Antibiotic Resistance

Abstract:-

450 samples were collected from different pathological cases (urine, wounds, Burns, stool, and nasal and
pharyngeal swabs) from November 2014 through February 2015. 60 samples were diagnosed as Staph. aureus and 35
samples were Strep. pyogenes using phenotypic, cultural and biochemical diagnosis features and definitely diagnosed
with Vaitek test. Results of antibiotic resistance against different antibiotics showed variations in their resistance to
these antibiotics, and 10 isolates were selected of each gender on the basis of variation in antibiotic resistance. A
number of primers were designed to detect bacteria use distinct gene and also to detects resistance to antibiotics using
multiplex PCR. Agarose gel electrophoresis for polymerization reaction showed that all Staph. aureus isolates had
femA which might be used as detection marker where all Strep. pyogenes had Tu(tuf), in the same reaction of
multiplex PCR«detection of seven genes related with resistance to different antibiotic groups (Amp, tetR, Tri, Gen,
Imp, Qnl and mecA) were done, all Staph. aureus contained Imp,Gen,mecA, tetR,Tri, and Qnl genes while its varied
in their contain of Amp gene. Also all Strep. pyogenes had Tri,Gen,Amp and mecA genes while its varied in their
contain of Qnl which not detected in all isolates. From this study it's easy to use multiplex PCR to detect pathogenic
bacteria along with their antibiotic resistance without need to long routine work.



