, 2007, 27 (1): 33-38

Acta Theriologica Sinica

ob

1,2 1* 1,2 1,2 1,2 1,2 1,2
(1 , 810001) (2 s 100049)
. ob leptin Tagman real tme PCR
ob RNA, DNas | ,
DNA, Tagman ob B -actin PCR ,
ob B -actin ob
, ob , )
; ob ; Tagman ; Real tme FCR;
: Q754 DA : 1000 - 1050 (2007) 01 - 0033 - 06

The tissue expression character of oo mMRNA i plateau pika (Ochotona
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Abstract: Leptin, the production of the ob gene, plays an important role in the regulation of energy hameostasis In this
study, we detected the tissue expression character of ob gene in plateau pika (Ochotona curzoniae) using the method of real
time PCR (Tagman probe). Total RNA was extracted fram eight tissues including brain, heart, lung, liver, spleen, Kid-
ney, muscle and white adipose of plateau pika. After treatedwithDNase |, the total RNA was reverse transcribed with ran-
dom primer o synthesize MNA. Then the ob gene andp -actin gene were anplified with pika-secific Tagnan probes and
primers by real time PCR. The pika leptinmRNA in different tissueswere nomalized withB -actin mRNA to compensate for
variations in input RNA anounts Our results showed that ob mRNA was expressed in all of eight tissues, and tisular pe-
cificity was digplayed with the highest in white adipose, next in heart and lung, and much less in kidney and liver.
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1
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BMR NST , , )
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Zhang (1994) ob , 20% 0.6 ml/100 g ,
ob 167 , - 70
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, leptin Primer Express Tagman 5’
, ) ob FAM, 3’ TAMRA
Tagman 1
1 Real tme PCR
Tablel Primersand Tagman probes for real-time PCR
(G (G «C )
Target gene Primer (probe) name Primer type Sequence (5° -3') Expected size
ob 270F foward CCC GGA ATG TGG TCC AAA 66 bp
335R reverse CAGCTA CCA GGT GCA GAA GGT
2897 Tagman probe TGC CAA TGA CCT GGA GAA CCT CCG
B -actin BT277F foward GCGAGA TCG TGC GTGACA T
BT343R reverse GCC ATC TCC TGC TCGAAG TC 67 bp
BT297T Tagnan probe AAG GAGAAG CTG TGC TAC GIC GOCC




1.3.2 RNA
2
(
) RNA 2.1 RNA
Trizol reagent Trizol reagent
RNase DNas | RNA, RNA (
DNA ) RNA,
OD 50 /0D 550 1.9
1.3.3 DNA 2.0 ; RNA ,
RNA  2ug 0.5 g RNA 1%
70 5 min, 2min , ,
(25M 1) 1% , 28S IRNA 18S IRNA
M-MLV buffer, 0. 5mM dNTPs 25 unitsRnasin, 200
unitsM MLV . 37 1h 95 ( 1
5min , dDNA - 20
1.3.4 -
ob B -actin '-
, 1M g1000 bp DNA j Henitin
9.1 x10" (Overbergh et
al., 1999),
, Real tme PCR 1 RNA
100 10’5 1 ;2 ;3 ;4 ;5 ;6 0 7 ;

. Fig 1 Fomaldehyde-agarose gel electrophoresis analysis of tal RNA
1.3.5 Real - tme PCR
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3 PCR . 95

2min, 95 55 60 30 s 45 2.2
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- Time PCR Detection Systan TE 100 10 B -actin

2 PCR 2
Table2 Quantitative PCR Reaction Camponents 2 ob
0. 996, ,
Camponent Volume Final concentration Y = - 3.516X +40.735
Tag DNA polymerase (5U { |) 0.25 | 25U /ml -3.516 B -actin
10 x PCR buffer 54 | 1x ’
McCl, (25mM) 4u | 2mM 0.991,
NTPmixture (2.5mM each) 4 | 200U M each Y = - 3.451X +43.299, - 3.451
Template DNA 54 1 [ 100" /s
Foward primer (104 M) 2p | 0.4UM - 1] x 100 ( Elyanne, et al.,
Reverse primer (104 M) 24 1 0.4uM
Tagman probe (100 M) 1 | 0.2uM 2001) , ! !
daH,0 26. 750 |
Total wolune 50 |
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