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Abstract: The pair of primer AMDI! and AMD2 were designed based on the strongly conservative re-
gion of the avian influenza virus(AIV) M gene, which hold specific property of A type AIV. The different
subtype diagnosis primers H5D1/HS5D2, and HID1/H9D2 were respectively designed based on the HA
gene of H5N1 and H9N2 subtype AIV. The single-step RT-PCR was established with three pairs of prim-
ers. The method of specificity and sensitivity were verified. The results showed that the specific electropho-
resis stripes were 380 bp length for M gene,431 bp length for H5A gene and 387 bp length for H9A gene
by RT-PCR with the three sets of primers. The PCR products showed the same length with the expected
one. But the controlled NDV,EDS76V,IBV were not amplified by the RT-PCR. The shortest time of diag-
nosis was 28 hours, which was much shorter than other AIV diagnosis methods, The AIV could also be de-
tected after those allantoic-amniotic fluid (AAF) were diluted 100 times. Fifty-three AIV and fifty samples
were detected successfully,which were completely consistent with the results tested by serum methods. So

the AIV detection via RT-PCR is very specific, sensitive, safe and time-saving. Thus this RT-PCR method
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is suited for application of AIV diagnosis in common laboratories.
Key words; Avian Influenza Virus; M gene; HA gene; RT-PCR;diagnosis

B Fi M (Avian Influenza, AD R H IE¥HER
WERERNEE A B KRB (Avian Influenza
Virus, AIVF BN~ X BMFRIIEELRR.
FRIKBURFLE &5 A5 E/30Y 50T &3
k%, RHPTAAROIEEER AN A %48
Yo R E M KT h — KPR . BE AV
2 w41 7 3  (Hemagglutinin, HA) 5 # 2 & &
B (Neuraminidase, NA) B R, i m BRI 0 AR
R MR, I HSN1,HIN2, HM 1994 FEREEH K
SEIABWMERFLOR CLIELRE AIV EEAR
H5N1 #1 HON2 A B RCY, SR HE TR
£, 5T RZAXLEXRERYE, MEFHRIULE
PR, EREHENSHIEBREFHRIRBRE
HEXRTRIRBUREER. B0, BRBRNLH
iimﬁﬁﬁﬂﬁ\m&ﬁﬁ’—ﬁM§mﬂﬁ3ﬁi&ﬁo
HTRAREREIETTENTRERGET™
BOEEXREREERBNER, MEA LK REK,
RESTHSLEE—BRBES~TdABER, XML
WiAEC AR Al 0 PR 12 W FE 3 b K&
BMHOTE, TR -FHRE AIVHSH T %, &
RRKE AV BERHERBEER M, it E4RT
—xt A B AIVERL K5 % AMD]1 #1 AMD2; &
RENERER HA 45 &it @8 T HSN1 1
HIN2 BB R A RLW5 |, B3 58 H % 3 X
31808 KB, 34 PCRENER—EHRSH
TR ER, KKYEE T &Rt E, mik & fR a2
Wi, AERBHNRE KB E T E.

1 ME5TE

L1 # ¥

LIl SAgA&RATRER RAEHER
R FHYREFTEXBHYRTEFEFRSLXR
% RN HSNL f1 HON2 T R Bk, 21t
SPF WM& )5, —20 CRIFE M X KRN
WA (NDV) i E &5 4 E 5% & (EDST6V) fff
Rt X EBRBERIBVIH ARV YR ZFFE
KPR ERARPLERBRHY,

1.1.2 % #iX#M TRIzoIR LS Reagent RNA #
BUA M % % E Invitrogen /23 8 7= & ; AccessQuick™
RT-PCR System 3 Promega % 8} 7 f; DNA
Marker DL2000 MB £ TR (KE) AR LA,
Hal My Fre st 0otk .

1.1.3 314 &% A/Chicken/Brescia/1902(H?
N7). A/FPV/Dobson/( HIN7) fi A/FPV/Wey-
bridge(H7ND)3 %k B R BREM M £E R &
W 1xtM EHER2E5% AMDI/AMD2; 8%
A/Chicken/Beijing/96 (HIN2) i) HA B F 5",
Bt HY WA 4 2 5| % HODL/HID2; &%
A/Goose/Guangdong/1/96 ( H5N1 ). A/Goose/
Guangdong/3/96 (H5N1) fl A/HongKong/156/97
(HSND 9 HA BEFHFF", &3 HS & 14 &
W59 HSD1/HSD2, &31WKFY .Y ¥
KEESEFHPHEBURERRE 1. 3445
PHEEEYTIRKE ARAFE .

21 FAEAENRKEREH PCR 3%
Table 1 Primers of PCR in different subtypes of AIVs

S AK Elk s 27 BiAD 18 7 Wi B/ bp {28 /nt (]
Abbreviation Primer Length of amclifier l.ocation Function
AMD1 5-AGGTCGAAACGTACGTTCT-3 380 41~59 RT.PCR
AMD2 5-TATATGAGACCCATGCAACT-3 401~420 PCR
H5D1 5-ATGGAGTTCTTCTGGACAAT-3 431 724~1743 RT,PCR
H5D2 5-ATTCTTTGTCTGCAGCGTAT-3 1136~1155 PCR
H9D1 5-ATTGATCATGAGTTCAGCGA-3 378 1241~1260 RT.PCR
H9D2 5-CATTGCAATCACAAGAGATG-3 1600~1619 PCR

Dl RAR LW BHSIY.D2 R THSEHT Y.

Note: Forward diagnostic primer was represented by D1, Reverse diagnostic primer was represented by D2.
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7EHi 52 DEPC /K 4t B 89 Eppendorf & o, 4 &
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M1 AIVMEHR PCR =y ikl

M. DL2000 DNA Marker; A~F. HiN1 I8 M A PCR =#;G~K. HIN2 ER M % H PCR ¥
Fig.l Results of RT-PCR in different subtype AIV M gene
M. DI.2000 DNA Marker; A—F, PCR products of M gene of H5N1;G— K. PCR products of M gene of HIN2
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Fig. 2 Results of RT-PCR in H5N1 and HIN2Z subtype AIV HA gene
M. DL.2000 DNA marker;1—7. PCR products of HA gene of H5N1;8—13. PCR products of HA gene of HIN2
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BEUBERREMMESRE AERR BB AAR
FEEHN NP XEHAEFAABRKMERY,
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