MM [P
Mcméiafaﬂ PPV

AP0 Wl o ylosds 023195 295 / (S jyal> ($59) gar SSuo 4 st

=

(SIEE Cndig 2 (929 BIT93 i 9 g (J9T g0 Ll
gais Bl ybol | Sbes (Sdd> o> o
" olos cy i ' 903l g0 Sg> Aexe

O i sp o oy oDl ST ol o prlicd g Sen iy iy penledy U5 4 gl s =¥

WWAY e ¥ib sy 'G)U YYAY e VY il s '@)U

4 zeie K.Lﬁéwt;[ww—gjb.a/jwi&“o@;ﬂﬁj Sl @j)é-&)%‘igé&éf&d}&%)j&J% o>
C,._.:'LG_) Lf_; J}/bﬁbfj/@_)j‘;l;Qﬁb&h¢ﬁ(@k’”&&;"{)/&/ .—l>/j P J’/‘J‘(/:“i J%/w@"ﬂf%ﬁgbb
M"J/oéw/bagPFJ/)w_‘,éﬂ/,_’rf@ L‘bd_/}w'df‘_j_)j"j‘_;jua.:urj/m MJ&J@@&JTﬂb Ldfwaj:"y'j
@LU'/RNA s ES osliz ] U oy s s RNA il U )l | 515 AiT 5 fuolS s (Sl pos 5 61 O gneli slS Ton
j‘:‘—gfj/j—é"ﬁ—“’Jf-’Jj"RT_PCRuzjj4,"‘;’}&‘:*:“‘:"':}j.‘u"}jfj“;‘j&j‘fbfj/’-’m/bjwcb’“:“/dg'fj‘:{yr
éwj/..o;g;f&uuBﬁ%,@ﬁuu g NeSted-PCR iy, U 5 solast) lo posl il oslizul b s
nested- Mj))&)ﬁjxﬁd}é&%@:}x4:1oJ}/TJTb(;fc‘t&j&ad/JJoww)jg‘;juﬁf .b[; I ‘5‘[&4{}4»'
4_:4_’-f"4'/.1.fija.L&Jng,mB/793wﬂjwjf})ﬂdbb/}).’ab.)fg:M&B/793 g:,.:.'"jfdjbjj/Jjjﬂ F‘PCR

Mj‘f‘/ﬁ'4-’f‘)y‘“-d:i:}ﬂ‘jf/Mj//a;m/‘ﬁ;&&&)/&‘;f})B/793 A,:Ji;ﬂ)}&

Nested- PCR RT-PCR (2558 ar 52 ¢ 3o i sie iy i Sbll” SHlols™

3l ps sz oo 1 s onlia 5
<91 HYFJ 'V?PFVF»FV‘V.“}AU.J‘/J:J 4(5')’/}:—:'/‘5‘&;?4‘/{}4 ‘Jf“:"(uj“’cfjb C;J‘L“fﬂjgf“ﬂj C)Ld;-d":u"w% .Lfv‘):/’
m.mehrabanpour@rvsri.ir Sy 2SI Cou



PP 2l AP0 ol o jlodds o3 j1)95 / (S jaold (5 9) 9009 )50 4 i Yy

31 s o Lals Lol 5 53198 Jlu s a8 55
Ghlis 53 S LT (o slad & s 5 e Sod s o
3 Sl 03 S (6 HIMe 1o 53 (6w Slou | Calides
=2 5L s g s e O sl 4l
Cadien (Glady o L (5o o s1adlS (6,855 dals
e 5 o9 BLE G s e T e Sy
r_{éu\_ATJK =Y 0T ClgLE:.A s 329
Mo 5 oS Jods med 4 A3l (0 OS5
23 5obes Joale G e 5 Solen Jole 058
Jsf\);grmd_,.flj@_;,'\a;m_w\,;@ﬁ
Lagg e o y3 05 0l oyl ol LS5 5,05
Sy 3 g r o 53 b pan sla ST
O solianS 5 allain o g o Olad (S5l 457 3L 55
Eor Olime (s 0Bt 4 ol gy 3L
=S lap e ladlS 55 Sshe Cotisn wsns
S Ol bl slag )las oy iS V_:)\& shols

.@\@;Q)}p

LTy
Bdiges (&3l 03kT § (5 o digad

GO o dly (o 4y trr| o b Bl () 5
Ol bl Calises LG 53 oy (6oles 4 &5 St
Sl Sladr g Sl s gy (oS W IMe glyls &7 51
B UVE N ENTN E PSRRI NEL SN
oSS sy T 5l PBS-BSA Lows ;5 25108
5 (250 mg/lit) e bobi (1000 IU/mI) cphow o
3 w0z y Coley U (1000 TU/MID s bo s el
2 e 4 (slad a5 (VW) s Jizte oo le3T &
a5 sbslacsl s § bk 2 Leole
S Jo sl (i O3l [ ) oy dlpaa g
O el o 4 S sb 4 13 8 05 gen o el ol 2

O gemiloos g da T Sy Slid S 20 5 3L 557/

AR

Ny 5 G AET ¢ JulS 5 Sln s 9
O 3 53 oot oSS (Solas Jule Sla pus 9
e > Solaw sl Lidlaupas il
slaul oL 5 aleasl Ol aaes las)lie s
03l sl Sl (G ade Cuiiy p Solew s s S (oo
ESRNA &gz OT 55 45 AL (oo 9 25U S
ol &85 OLS b g pie Sy ol gl s
3Ll 532 5055 Juls —(g,ly0l 5 oS V.L.“:..uzb-
Codle Ly Laaar 2 )3 (Solan o) Bl (0 S s
25k o et dkas 5 4 (i o,
Sledeo Cel g 039 959,88 s SGS s
ANVAY) 558 o bt > 55 (6 0dS
2345 03 Calizes Sl g 01> g5 0
N A 05SE S o sb 4 dtn J2ze Ol ol
Cnio 45" ola)528 53 iy ) Sl s e
(0) Cml s 5158 Lis 53 A ls (ST e 55 b
5 S P b Oalisn Jl s g (nl slm]
DI 358 oo sloml s 9l Gy o
2 pblize el igs e S0 b sk O gl
IS ke i slaml ) Lacy s o sl JUS
(3 e g sl )5 J e Gl g -
J@JSZ;SI Al ,05 95 51aS 03558 55 o
3L (=T el sloul Aol 55 ST .ol 0l
b AU Y dsly 5 ol 55 il s 0diS Clobloes
(ol ol ST 3018 5 5o s it sl 5 e
() 558 (oo Gy akb g s e Slacs s
23 Sy p 3l ool s slacs g sl sl 5o
&y 4 Aol s s Lalis Olgr Caliiee Gblis
Golial Glyls s g a s o tege S g libe
B/793 (4/91, HB88) 4 5 yimon 3L o Sl




T s J3Spe st

V9 =9 uSmii (S g RT-PCR s o 3T

S 9 52
Cgr ) ado 0 ¢SO & 52 RT-PCR s
°’u:—“‘b‘:‘?:“’ﬁj’gf§ji581 Q5350 bp ﬁuﬁ}:&'

A3 8 plewil 57 S
Dell R: 5-CATTTCCCTGGCGATAGAC-3
Dell F: 5-GAGAGGAACAATGCACAGC-3

Cole 1 05 2K Cogr onlial 550 gles sl
&S aids ¥ ol Kl a3 PO S K 13l 5 g
G ST S P s ¥ sl Kl am,5 4F S
Foosl Kl amy5 00 casb ¥ s Kl 4 53 4F
el IS K 5 b ¥ o) Sssl 4oy VY 5 4t

433 Vv sl Kl a3 VY

S g yuskid (81 g Nested -PCR Cwd
S g 9 4/91 9 Cawglvlo
o3 rmal iy S50 3 s ol plnil shite 4
5 61w BCEL ol oyl ol on & XCE3
asl s 5 (4/91) B/793 4 5w ST 05 154bp asks
ST 05295bp askis , 255 ¢l s MCE1 ol
e Gl plbes asl 5 pll p Cw s lube 4 5w
3 S plonil 5T S (slad o
XCE3: 5-CAGATTGCTTACAACCAC-3

BCE1: 5-AGTAGTTTTTGTGTATAAACCA-3
MCEL: 5-AATACTACTTTTACGTTACAC-3

¢SS 5l &yl Nested PCR o Les asb
UK YO (aiss B Sote 3 Kl 4253 4F S
3 VY b ¥ Oode 4 sl Sl a3 AF (6,1 S
VY ol K S 5 4t ¥ S 4 o Sl
YRS SUNPTINK S PR
Fal™s

Al ¥ Sled b Al claas e C)_Wj\

(D9, S /XY s U s, S 5ld 5l e codd 4
SPF) 055 5l ol slaf o o35 4 Gov 5 Gz

’\i"; osleT STERSAR J"’Cf:’"’f

éﬁ@'@bﬁbébTél&&}d &Iy
210

Sy o iy bp o ok o3l (b 45505 52
O35 Sl ole f e o3 0w ) e /Y Ol
Celw 8P Sk 5 b dlf A1) Sl o (SPF)
SV Csby g 3l Kl 4 js VY glas 53
SLa i (O gl 5SS OLa§ St dS 1 ey L
S35 e 0332 055 5 ( S55 55 a Slees o
31,8 55y 390 LS 5 Syl g
L F U5 s s e e o3 oS YT wle
A3 8 il SPF s (i (slaf s o3

3 Cxibow § (HA) &3 galisd g5 Lot s ploxs

(HI) O gamlisd o5 Lo
FIET 5 JolS 5 Sl s ps 255 4 05 g G
e 0l il (6Laas sad (51 (Lads gos 53
e oyt 3 oS A plondl s O genlid I Lon
BCOP PORCIN S EPS PUFYCININ B YCRI 1 PP
St (slap o (5T 5l eslizal b O el S Lon

Al oSl I ABT 5 JulS 55

RNA { el
Vetek gL_;)‘ cu.u)ﬁ)RNA C‘fﬁ_w‘ 6‘ﬁ

Intron &S ,_a)viral RNA extraction kit
Jordly sy 3llae 6,57, 2S5 (biotechnology
o ) el RNA 5 5 oslizal ol &S s
‘5)\.\.&{5 .a\)i:ﬁl..» a3 -V by jseslasl Oy U

A

¥

A s



FY ool PR sl ojlesd co3j193 / (S jpals (5 55lgms S 4 pis V¥

154 bp

b Cuwiig 9 S w9 99 Nested -PCR &Y gaxo 5989 531 :Y 53 088
4/91 uig gw golaist yosl g 3 ooliuw!

P Ogie (e Jp7 Y Ggiw cowte J 557 1 Ogiw 100 bp 75k M
4/91 Cudo Slrdigei :0 9

S5 domid § Som
Ol Ge,le o 53 (Ssie iy p s len
et 4 g LS eslwl g8 B Ol o)l gen
= M55 6305 sl ookl Coanl g
OIS SRS g e § 55 A e 5 L b 51l
O Sl sl gl S5 5 b Jsae iy
L OseelinS s Nas s 29 o Calides Lo g
L ol 085 51 6,8t OLSUl ol 4 5 S
G55 SLalid 1 33l o e |y S0 (slaty yr
SNy 5 JRS sl 3 s s S s
23 Bl el sl e s Sl 51 (6 le )
0313 DL OHLSes 5 joas Lo 5 0 plonil Dol
2335230 Ly g 3 Sl g S| (F 85 LS
s sy mebe g (ST L O
Ul o sl Gl aS 558 2 Cn i lube
Sladlas (VYY) WL J§f.'> SBCS g, 599 Ji;LL;
Sgai V0 3 aS ol 0T 51 S 0, 5 Sl g8
oS SLadS SIS Gsie utis gy s s wl
SV g bl o g o 45 503 ¥ 3 90 00l 1
S, Sldlas (00 s SLLE F/AY (g

ol plowl J5SUn Bg) w5 33T (6,81 o

58 o) 3} 030l L RT-PCR o oL
paS) Lds Cie Ssde Sy 5l 4 gad & 3lias
oyl

Cis 45 303 # o 5l 55 Nested-PCR STy s
AN s ¥ 5401 4 Sl el B el
(Yo)wﬁ}pj)u\aj_yw@ﬁbbdﬁ}w
4/91 ST Ve slaadS 53 4l cobie L
;Swjﬂ)au.j:jﬂ.s)lywwﬁawa:\iu!
up;—a:’-).sk;b;}_éw u.;l.TL;’.;\)C,_:i'AoM
4 g eS|y O e dg a5 L i rlole 4
38 SASHS 5 s e 5 J 5o (o
23,8 S5 1 5lem 51 IS
UJ;&Y'UHJ‘JMJ‘;QW@MT@&@'@
)_Ejlbj‘}_ﬁ‘fé.&“b.oo_iljbobul_w‘J)}_ndfh)jﬁ:
G ) 318 (o JSTIY0) s g e Sty
o.\JWla../.V 3}.\_9-)4/91 Aij_wﬂ\_’.]aff/ Al

@‘o:y@ﬁ-bbé\iyéb‘byf

M I 2 3.4 5 6 7 8
PRl

350 bp

odlatwl b Cadig 9 (S w9 29 RT-PCR Y gamo 989 511 ) g9
ogoe youly 3l
—A Ogiw (i S oS Y Ggiw cCate S 55 ) Ggiw 100 bp 75k :M
S a9 9 5l Caude (SLIg03 T

A
AP als



Yd ...t:_/.ﬁ.'i’)w LH’SJ”UW

VOl 5 mgys (10) L3 g 03T Cos g lule
SLaall Slodilia Ssbe Cotis s s sl 4l
350 JoSde s bl Y Jsb o 1) s Calises
QX 555 05 s mV & sk sls )15 )
(V) clals Hlsltaly 02 Cs 65 53 s,V oy
Lo 58 ST Ol o s ol liions
sl 035 B/793 5w Sate iy mops 4
Claas s 5 (Y V) 0L 5 SL 5 lalllas
Elrss e 2 5 93 )b Ol (28 S
S 30T Ol e 48 313 DL Lsls plonil S she Sl
9 S e oSl e 4 491 g e 4
Slstar ol aallas L aS Sl 03y o g lule
o=l U (ST S o8 0lss oo ol ol syl
cadibes Slallas a8l 03 g alad g
oo saz 55 Ol Calides bl 1 (g3daze SiLa 18
) Llesls 3,18 Sshe Sty mly sl
g ciblie im 45T ()0 b 4 (V0 5 VF Y
Sl eslizal (F) u5s 87 3158 S g gle |y sl
U5 @l o Laglid o L srlale (ST
I B (g g e ple ade p fal sl
waxg LI 5V) ail o Gsde Sodis p
3 F/AY STy pl 5 eslinal ¢ rag s ol sLawsl
b ey (o B 4 (58 S lale ST
Sy Sl eslial 487 il 0sls Ol s Sladios
S /AN STy g bien g1l 55 o grlale
52525 4 Lo G (Sl il (o0 OIS 0050
(A 5V) L5l axdls ST 53 Olo jan
Olgs oo anlllas ool 51 ol glaasl wlul
SLaG, e o 55 Lotiny s 45 6 8w
SLasspie 53 o sl BB Sl pd Ol bl 288

G5 o b g o el (B b 5l ea)ls ks

sk St Cinp o s SN Y 6o,
3B/793 L 4 Glate ald VY &S5 5 518
(¥) L5 5 HI120 31 alus-4
3 Ole 855 L 5 0l 1l 55 ok plowil Sl
SR 5IBIT93 (g o 48 3l DLt 5 b ades
Omomen el 1 tege Solew sboul 3 Lac S g o
S slagld e g, (WWAY) s Slidions
3y d=lg V) C}.@.?uj\a\_{:b OLis 0o sk s
ol V)50 g Gsae Colin n Sls 3,50V ()
Al Slds 2 B/793 g e bl sl

(OY5F) 3 3 5 5 55, i G S o ke
g5 SOl 53 sk (Sde Sl mans Fs
VAT 0T 1 oy Lal el 0k )18 Cm g lils
Gl 03 S SEF/AN 4 g 3525 5l sdmze 1S
SLa sy op 5 ol 5l S ol dl- 55 (VF 5 F)
RT-PCR 2 Le T ¢ g ste Sy p i gie adnds
(bl ol Jos Cs 5 Gl L(VF 5 Y) ol
Jole o 4 Ol g 8 AT (a3 1, OSG!
e iy pps s 50l eS| 6ol
3y 3> ! osj:_..fQLﬁ.:waLw\Mﬂ.:;
o pay LOT slacss v s wsps ool ool
b 53 0L 5 (5,81 il 8 5 5 g0 J S
Laalus PCR-RFLP iy, 3l ssliul L VWAV
Ol 53 588 S, o 51 48 Loty s s
(il 25 Slaty s L LoD T dulie 5 s gy ool ot
()55 $liaB/793 4 4w

#3238 f ot Ol (VAAV) 0158 5 (5 2 5
0555 bl b OLSTLe 53 |y (G e Sty
3B/793 g & 503 JITOVV & L5 Sy
S0 5 g lale g e Lt 5a3 1V /9

9B/793 g, 95 a0l e Laa s gl




PP ol P90

8. Cook, J.K.A., Orbell, S.Y., Woods, M.A.,
Huggings, M.B. (1999). Breadth of
protection of the respiratory tract provided
by different live-attenuated infectious
bronchitis vaccines against challeng with
infectious bronchitis virus of heterologous
serotypes. Avian Pathology 28: 477-85.

9. Jackwood, M.W., Kwon, H.M., Hilt, D.
(1992). Infections bronchitis virus detection
in allantoic fluid using the polymerase
chain reaction and a DNA prob. Avian
Diseases 36: 403-9.

10. Ghahremani, N., Bozorgmehrifard, M.H.,
Shoushtari, H., Momayez, R., Sheikhi, N.,
Khoshzahmat, A., Eshratabadi, F. (2011).
Molecular analysis of infectious bronchitis
virus isolated in Iran from 1998-2008.
Journal of Animal and Veterinary Advances
10: 2961-67.

11. King, D.J., Cavanagh, D. (1991). Infection
bronchitis In: Calnek, B.W., Barnes, H.J.,
Beard, C.W., Reid, W.M., Yoder, HW.
(ED). Disease of poultry, 9" edition, Ames,
IA: Iowa State University Press: 471-84.

12. Mc Dougall, J.S. (1968). Infectious
bronchitis in laying fowls. Its effect upon
egg production and subsequent egg quality.
Veterinary Records 83: 84-6.

13. Momayes, R., Pourbakhsh, S.A.,
Khodashenas, M., Banani, M. (2002).
Isolation and identification of infections
bronchitis virus from commercial chickens.
Archives of Razi Institute 53: 1-10.

14. Nouri, A., Assasi, K., Seyfi-abad Shapouri,
M.R. (2003). Field study of infectious
bronchitis virus in broiler using type-
specific RT-PCR. Archives of Razi Institute
55: 1-9.

15. Shoushtari, A.H., Toroghi, R., Momayez,
R., Pourbakhsh, S.A. (2008). 793/B type
the predominant circulating type of avian
infectious bronchitis viruses 1999-2004 in
Iran: a retrospective study. Archives of Razi
Institute 63: 1-5.

WJol o yloss "o.m)jbg) ! S jaold (S 59l 919 SSuo g it Yy

S f 55 el 53 dil5 e aihaie o s

Garg L oS il acsls ol b el

=S Slapslb 3l Sske otis g s Siluli

S ol o Sl O gl g Sl sy e

Sl slawl 5 6l Cx&j\ Ll g o jal pl 505

S (6 S o ag e e )

&b

OYAY) 7 ¢ Gl cp i o o w5 BT 6 ST
e Coip g Slo s s JiSpe g lolid 5 gLl
Ciioe s O ) gmio (SLa S i o 53 5l
SYF Dl Fo et DY Ao I g oK S fusls
o4

2. Adzhar, A., Gough, R.E., Haydon, D., Shaw,

K., Britton, P., Cavanagh, D. (1997).
Molecular analysis of the 793/B serotype of
infectious bronchitis virus in Great Britain.
Avian Pathology 26: 625-40.

3. Akbari Azad, G., Vasfi Marandi, M.,
Kayvani, A.H. (2005). Detection and
molecular characterization of infectious
bronchitis viruses by RT-PCR/RFLP and
sequencing. Proceeding of the 14 " World
Veterinary Poultry Congress.
Istanbul, Turkey.

4. Bozorgmehrifard, M.H. (1985). Poultry
Diseases, Nutritional disorders, Bacterial
and Viral Infectious Diseases, First edition,
Jahad Daneshgahi Publications, Tehran,
Iran: 333-46.

5. Calvin, L., Keeler, Jr., Karen, L., Reed, W.,
Nix, A., Gelb,JJr. (1998). Serotype
identification of avian infectious bronchitis
virus by RT-PCR of the peplomer (S-1)
gene. Avian Diseases 42: 275-84.

6. Cavanagh, D., Gelb, J.J. (2008). Infectious
Bronchitis In: Saif, Y.M., Barns, H.J.,,
Fadly, A.M., Glisson, J.R., McDougald,
L.R., Swayne, D.E. (ED). Diseases of
Poultry, 12" edition, Iowa State University
Press: lowa: 117-35.

7. Cook, J.K.A., Ashesher, J., Baxendal, W.,
Green Wood, N., Huggins, M. B., Orbell,
S.J. (2001). Protection of chickens against
renal damage caused by a nephropathogenic
infectious bronchitis virus. Avian Pathology

30: 423-5.

AP als



. M Journal of
it Veterinary
[ 3 & —

Journal of Veterinary Microbiology, Volume 12, Issue 1, 2016

Detection of Infectious Bronchitis Virus B/793 Serotype in
Broiler Chicken in Shiraz by Molecular Methods

Mehrabanpour, M.J. ! *, Emadi, Sh.?

1- Assistant Professor, Department of Virology, Razi Vaccine and Serum Research Institute, Shiraz,
Iran
2- MSc graduated of Microbiology, Islamic Azad University, Jahrom Branch, Jahrom, Iran

Received Date: 2 February 2015 Accepted Date: 26 September 2015

Abstract: Avian infectious bronchitis (IB) is an acute and contagious disease, and can be
involved respiratory and urogenital systems. It can be cause high mortality with economic
losses in industrial poultry. For IB detection, tracheal and lung tissue samples were collected
from 30 broiler chicken farms with respiratory syndrome in Shiraz and transported to
laboratory in cold chain. After preparation and inoculation of samples into embryonated SPF
eggs, samples checked for avian influenza (AI) and Newcastle disease (ND) by
hemagglutination (HA) test. Viral RNA was extracted from allantoic fluid by purification kit
and RT-PCR optimized for detection infectious bronchitis virus (IBV) with global primers and
used specific primers for detection of massachusetts and B/793 serotypes by nested-PCR.
From 30 broiler chicken flocks, 6 flocks were positive for IBV, and 4 flocks were positive for
B/793 serotype in nested-PCR. Association to this result, use of vaccine with B/793 serotype
is necessary for chickens.
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