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Cloning and dequencing of SRY gene of bovine

ZHAO Xue' WAN GBao-li*™® ,AN Zhi-xing" ,SA| Wurjiaf u™®?
PU Peng™ ,ZHANG Yong™

(1aBiology Engineer Research Center ,1b College of life Science, Northwest A & F University, Yangling, Shaanxi 712100, China;
2 Collegeof Animal Science and Technology , Xinjiang Shihezi University, Xinjiang, Shihezi 832003, China)

Abgtract : The SRY gene was amplified by the polymerase chain reaction (PCR) with a pair of specific
primers,then a2 713 bp bovine SRY gene fragment with genomic DNA as the template was gained. The
gene was purified and recovered and cloned into the pMD18- T vector ,and the identified postive clone was
sequenced to obtain 5 and 3 sequence (5 end was 641 bp and 3 end was 786 bp) . Compared with the SRY
gene sequence on web ,the result indicated that the SRY gene was 2 713 bp. The homologs of the two se-
guenced results and the bulletin result of bovine SRY gene are 98.7 % and 98. 1 % ,respectively.

Key words: SRY gene;bovine; PCR
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TDF Liu ™

RH SRY ,
BTA Yq 5l

SRY ,

FISH

SRY
Parma

,SRY
Daneau ® ,
SRY 5
DNA ,

, PCR SRY ,

) SRY

1

1.1
dNTPS TacDNA
TaKaRa
UNIQ-10

pMD18 T Vector
,UNIQ-10 DNA
, DNA marker
MBI ,
PE2400 PCR
L KB Mul-

Hind  EcoR
X-ga IPTG BBI
PERKIN ELMER ,
tiphor 2197 ,DYY- 31A
, GDS 8000 UvP
1.2

1.3

Genbank
Clusta W
SRY )

SRY ,
SRY

,  primer
SRY , :
P1 5- :5-GTT TGC CTT ATG GAT
TTA TT-3;
P2 3-
TTGS3

:5-TCT ACT TTA GCC TAT

, 2713 bp
1.4 DNA
DNA K
, Blin Stanfford
7]

1.5 SRY PCR

50p L :25 mmol/L MgQz2 3pL,

10 mmol/L dNTP 1p L ,10 x PCR buffer 5u L,

PL1pL, P2 1uL, Tag DNA 0.5uL,
DNA 1pL, ddH.O 50UuL PCR
195 5 min;95 30 s,55 1.3
min,72 2 mn,30 ;72 10
min , 10upL 10g/L
, UNIQ-10
DNA
1.6 SRY
PCR , 10
ML:50 ng/ML pMD 18 T Vector 1y L ,PCR 4
ML, 5uL 4 CaCl:
: [7]
50 mL ,
10 min, o , 4
4 000 r/ min 10 min, , ,
1 min,
10 mL 0.1 moL/L CaCl:
, 15 min,4 4 000 r/ min 10
min, . , 1 min,
50 mL
2 mL 0.1 moL/L CaCl:
, , 2004 L
LB 37
UNIQ-10
, SRY EcoR |
Hind 37 1.5 h,10
gL
14pL 20 g/L X-ga 7ML 200 ¢g/L IPTG
37 24 h
1.5mL Ep Amp
37 )
SRY
2
2.1 SRY PCR
1 , 3 000 bp
, (2 713 bp)
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2.2 SRY )
, ( 2, 2713 bp
SRY
M p P M P
& 3000bp
3 000 bp—p- peE————" <« 2713b 2713 bp—» <— 2713 bp
~ 3bp ’ ]
2 000 bp—p [T <4— 2 000 by
<+— 500 bp
500 bp—»
1 SRY PCR 2 SRY PCR
P. PCR ;M.DNA P. ;M.DNA
Fg.1 Hectrophoressof bovine SRY PCR product Fig.2 Hectrophoressof bovine SRY PCR
P. PCR product ;M.DNA marker product purified from agrose gels
P. PCR product purified from agrose gels;M.DNA marker
2.3 pMD18 T/ SRY 2.4 pMD18 T/ SRY
UNIQ-10 EcoR | Hind pMD
DNA , , 3 18 T/ SRY ) 2 713 2 627 bp
3 : : : ( 4
T (2 692 bp) SRY (2 713 bp) , ,
, 5384 bp , ,
P M P M

5384 bp —p i 3000 bp 3Zl; ::p < 3000 bp
< 04:1"Dp IR <— 2 000 bp
e <— 2 000 bp
aal <— 500 bp
3 pMD18- T/ SRY 4 pMD18- T/ SRY
P. DNA ;M.DNA P. EcoR I/ Hind ;M.DNA
Fig.3 Hectrophoressof pMD18 T/ SRY Fg.4 Endonuclease digestion of recombination

recombination plasmids plasmids pMD18- T/ SRY

P.plasmids DNA ;M.DNA marker P. EcoR I/ Hind  endonuclease digestion;M.DNA marker

2.5 SRY 641 bp ,3 786 bp

SRY , 5 NCBI BLAST
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