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Abstract The specific expression of TGH and HSL genes in different tissues of Bamei pig was investigated by RT-PCR and
Western blot in this study. The result of RT-PCR showed that the expression of HSL could be detected in all these seven tissues
examined and which was higher expressed in fat lower in heart liver lung spleen and kidney. Expression of TGH gene could
also be detected in seven tissues and higher in liver and fat lower in heart and kidney and lowest in spleen and lung. The result
of Western blot showed that HSL gene was highest expressed in epiploica fat and subcutaneous fat higher in other tissues but
couldn’ t be detected in kidney. Expression of TGH was detected in epiploica fat subcutaneous fat liver lung and spleen and
highest in fat and liver but it hadn’ t be found in heart and kidney. These results suggested that both HSL and TGH could be

regulated by post-transcriptional and their function was involved in different tissues.
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blot HSL  TGH
1
1.1
1.1.1 6 4 35~
40kg
1.1.2 TRIpure Reagent

RevertAid™ First Strand c¢DNA
Synthesis Kit Taq DNA Polymerase

Fermentas

dNTP Hualvyuan Biotechnology B-actin HSL

TGH HSL
TGH
Richard Lehner

B-actin
1.2
1.2.1
1.2.2 RNA

TRIpure Reagent ~ RNA
RNA 0D
RNA -70°C

1.2.3 B-actin NM _
2053565 HSL NM _ 214315 TGH NM
_ 214246 Primer Premier 5.0

B-actin Sense 5'-ACTGCCGCATC
CTCTTCCTC-3" Antisense 5'-CTCCTGCTTGCTGATCCA

CATC-3" HSL Sense  5'-TCAGGTGTCTTTGC
GGGTAT-3" Antisense 5'-GCCTGTTTCATTGCGTTTG-
3" TGH Sense 5'-TCAGGTGTCTTTGCGGGTAT-
3" Antisense 5'-GCCTGTTTCATTGCGTTTG-3’
1.2.4 RT-PCR RT 20pl. RNA
RNA
Fermentas RevertAid™ First Strand ¢DNA Synthesis Kit
cDNA 1

25p1L PCR 16.5pL
2.5pL 10 x PCR buffer NH, ,S0O, 2.5pL 2mmol/L
dNTP  0.5uL. 25pmol/L. Primer [ 0.5pL 25pmol/L
Primer [[ 1pl. 25mmol/L. MgCl, 0.5uL 0.5u/pl. Taq
DNA Polymerase 1pl. ¢cDNA HSL
95%C 10min 95°C 1min 53.3°C Imin 72°C Imin 29
72°C 10min TGH 95°C 10min 95°C lmin
54.7C Imin 72°C 1min 29 72°C 10min B-
actin 95°C 10min 95°C 1 min 55.6°C Imin 72°C

Imin 29 72°C 10min PTC-200 DNA
engine MJ Research Inc.
1.2.5
RT-PCR 4uL. B-actin RT-
PCR 4pL 1pL
8ul. DI.2000
Marker 70V 30 ~ 40min
Wealtec Dophin-1D
Wealtec Corp
1.2.6 Western blot
5% 4°C
TBST 3 10min
HSL 1:2000  TGH 1:2000 3h
1:5000 1h TBST 3
10min

1.2.7 SPSS11.5
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28S tRNA 18S rRNA Fig.1 Electrophoresis result of RNA extracted
DNA RNA from different tissues
RNA DEPC 1 heart 2 liver 3 kidney 4 epiploica adipose 5 subcutaneous adipose
6 spleen 7 lung.
0Dy 0D 1.6~2.0
1 RNA
Table 1 RNA concentration measurement of different tissues
Heart Liver Kidney Epiploica adipose ~ Subcutaneous adipose  Spleen Lurg
0Dy 0.486 0.532 0.332 0.096 0.132 0.241 0.213
0Dy 0.286 0.281 0.193 0.061 0.083 0.136 0.132
Concentrution/ pg/mL 19.44 21.28 13.28 3.84 5.28 9.64 8.52
2.2 HSL TGH p-actin 2.3 HSL TGH RT-
HSL TGH B-actin PCR
PCR 7 RNA PT-PCR
PCR HSL 7
2 HSL. TGH B-actin 3 TGH 7
PCR 29
4
f-actin
B-aqld
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€. 30 TGH 2
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—- Ractin e 2000
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1 2 i 4 3 [} 7
2 B-actin TGH  HSL S A R A
1 2 3 4 5 [ H
Fig.2 Effect of cycles on PCR amplification 3 HSL mRNA
efficiency of 3-actin HSL and TGH
Cycles 1 21 times 2 23 times 3 25 times 4 27 times 5 29 times 6 31 Fig.3 The significance tests of HSL mRNA expression
times 7 33 times. in different tissues in pig

1 subcutaneous adipose 2 epiploica adipose 3 heart muscle 4 liver 5
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Fig.4 The significance tests of TGH mRNA expression
in different tissues in pig
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HSLL. TGH Western blot
SDS-PAGE
5 5

L2 3 4 s 6 3
“f'%(@

— ; ——
K.
5 SDS-PAGE

Fig.5 Result of protein extracted by
SDS-PAGE in different tissues
1 subcutaneous adipose 2 epiploica adipose 3 heart 4 liver 5 lung 6
spleen 7 kidney.
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Western blot 6 6A
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6 6B
TGH
5

6 HSL TGH Western blot
Fig.6  Analysis of expression of HSL TGH gene
by Western blot in different tissues

1 subcutaneous adipose 2 visceral adipose 3 heart 4 liver 5 lung 6
spleen 7 kidney. A HSL B TGH C (-actin.
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