23 4 ( ) Vol. 23 No. 4
2002 10 Journal of South China Agricultural University(Natural Science Edition) Oct. 2002
: 1001— 411X (2002) 04—0061— 03
Y-
B A, Bk E KK
(g RERFHHAFFIR JFR T M510642)
Y- , - (R-PCR) ., ConA
- (sqAChIFN-7) pGEM-T . .
) ChIFN-Y 492 , ChIFN-Y 99%,
- 96 %, Y- 81%. IFN-Y
ChIFN-Y . IFN-Y 97%  61%.
3 - H H
Q785 A
(interferon, TFN) 41 °C. $=5% CO, 16 h.
, 1.2 RNA
Issaacs 1957 TRIzol Reagent(Gibco BRL ) )
. RNA.
1.3
. . .1 ChIFN-Y (4, 1
Im . I IFN-«.IFN. P1.P2 RT-PCR, , P3.P4
IFN-w.IFN-, ; IFN-t , P3.P4 ChIFN-Y ,
. IFN-« . IFN-B P1: TATAAATACCACTCACAGGCAGA ;
|| P2: CAGGTCAACAAACATACAACAGA ;
IFN-7, T NK P3; ATGACTTGCCAGACTTACAA ;
; P4; ATTAGCAATTGCATCTCCTC.
1.4
) 2 IFN-«  TFN- 0.5 mL RNA 6
Y, IFN<« 1 579 bp , "1, 5X 4 'L, 2.5 mmol/L dNTP 6
193 , 31 RPN P2 1 L, RNA (Takara )
IFN-Y 1 492 bp , 20 U, AMV (Takara )10 U,  DEPC 20
164 . 145 1, 10 min, 4°C 1 h.
1, . 1.5 PCR
- i, - PCR Master gradient (Eppendorf )PCR
Y- ) 10 1L, PI.
P2.dNTP. 10X PCR .Ex TagDNA
(Takara ) PCR . .94 °C
1 3min; 94°C40s, 2C40s, 72°C1.5 min, 30
1.1 ;72 °C 10 min.
30 . PCR 5 ML, P3.P4.
. 20 tg/mL Con A DMEM , dNTP.10 X PCR . Ex TagDNA

. 2002— 03—29
AR A A SR B B (99M04205C)

.8 EE974), *, 15+,



62

) PCR

3min; 94°C40 s, 52°C40 s, 72°C 1 min, 30

10 g/ L

»  pGEM-T (Promega

(Takara
72 °C 10 min.
1.6
PCR
’ JM 109
1.7
Blast
;ww
"\I\II!:
250
L)
¥
M

DNA Markes 1 2
M is DNA Maker, 1 and 2 are the product of RT-PCR

KFg. 1

1
51
101
151
201
251
301
351
401
451

1

PCR

DNA

RT-PCR

sqzChIEN-Y RT-PCR
RT-PCR product of sqzChINF-Y

ATGACTTGCC
TTATGGACAT
TAGACAAACT
GGTGGACCTA
GAAAAGGATC
AAAACACTGA
TATACTCTGA
CATGGACCTG
CCGCGAATGA
TTCAAAAGGA

Sl

AGACTTACAA
ACTGCAAGTA
GAAAGCTGAC
TTATTGTAGA
ATACTGAGCC
CAAGTCAAAG
AAAACAACCT
GCCAAGCTCC
ACTGTTCAGC
AAAGGAGCCA

3

:94°C

H

Con A

PCR

492 bp,

M1

Fig.

CTTGTTTGTT
GTCTAAATCT
TTTAACTCAA
GAAACTGAAG
AGATTGTTTC
CCGCACATCA
TCCTGATGGC
CGATGAACGA
ATCTTACAGA
GTCTCAGAGG

’Y’

¢ D,

164

1 LW
2 000
| &0

1 ENMD

M2

CTGTCTGTCA
TGTTCAACTT
GTCATTCAGA
AACTGGACAG
GATGTACTTG
AACACATATC
GTGAAGAAGG
CTTGAGAATC
AGCTGGTGGA
AGATGCAATT

Fig. 3 Nudleotide sequence of the sqzChIFN-Y

S19 M1

DNA M arker, 1
M1 and M2 are DNA Markers, lis the product of restriction digestion

2 IFN-Y-T
2 Identification of IFN-Y-T by restiction digestion

pGEM-T

ChIFN-Y

2 000

| OO
750
A00

1510

IFN-Y-T

TCATGATTTA
CAAGATGATA
TGTAGCTGAC
AGAGAAATGA
GAAATGCTTG
TGAGGAGCTC
TGAAAGATAT
CAGCGCAAAG
TCCTCCGAGT
GCTAA

M32

MTCQTYNLFVLSVIMIYYGHTASSLNLVQLQDDIDKLKADFNSSHSDVADG

M383

GPIIVEKLKNWTERNEKRIILSQIVSMYLEMLENTDKSKPHIKHISEELY T

M132

LKNNLPDGVKKVKDIMDLAKLPMNDLRIQRKAANELFSILQKLVDPPSF

M33
M84
M133 M145
KRKRSQSQRRCNC

(S1~S19), M1 ~M 145
The signal peptide(S1-S19) is labeled in italics. The peptide M 1-M 145 is the mature sqzChIFN-Y. The two potential N-glycosylation sites are boxed
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Cloning and Sequencing Analysis of Interferon- 7 from Shigiza Chicken

LUYing*zi, BI Ying-zuo, CAO Yong-chang
(College of Animal Science, South China Agric. Univ., Guangzhou 510642 China)

Abstract: The Shigiza chicken interferon-Y (sqzChIFN-Y )was amplified by reverse transcription-polymerase chain reac-

tion(RT-PCR) from splenocytes stimulated with Con A. The gene was cloned into pGEM-T vector and then sequenced.
The result showed that the open reading frame of cloned ChIFN-Y consisted of 492 nucleotides, sharing 99% homology
with other ChIFN-Y gene, 96% homology with turkey IFN-Y and 81%; with duck IFN-Y. The deduced amino acid se-
quence of sqgChIFN-Y was completely identical to other published sequence of ChIFN-7, and shared 97 % and 67 % ho-
mology with turkey and duck IFN-7, respectively.
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