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Abstract: Objective

antisense resistin gene,

recombination expression plasmids were analyzed nucleotide sequences.
resistin ©) were transfected into 3T3- L1 adipocytes;

To construct respectively the eukaryotic expression plasmids containing a sense and an
Methods

Synthesis of resistin cDNA was performed using RT- PCR. The purified PCR product was ligated to pGEM- T vector
by T, DNA ligase. Resistin cDNA subcloned into pcDNA3.1¢) or pcDNA3.1¢) eukaryotic expression vector. The

and study the effects of resistin on glucose uptake in 3T3- L1 adipocytes.

The recombinant plasmids pcDNA3.1 ©)-
the stable transfection cell line was screened by the culture

medium containing G418. 3T3- L1 adipocytes were divided into control, transient, vector, and stable groups (n=6),
and were experimented glucose uptake with ®H labeled glucose. Results  DNA fragment nucleotide sequence

inserted pcDNA3.1 ¢

was consistent with the resistin gene mRNA coding sequence.

DNA fragment nucleotide

sequence inserted pcDNA3.1¢) was consistent with the resistin gene antisense mRNA coding sequence. There were

no significant difference of glucose uptake in both basic state and insulin stimulated among four cell groups (P>

0.05). Conclusion

The sense and antisenses resistin gene expression plasmids have been successfully cloned.

Resistin does not affect glucose uptake in 3T3- L1 adipocytes.
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3T3- L1
3T3-L1
1
1.1
pGEM-T Vector system | Promega
pcDNA3.1 ) pcDNA3.1 ©)
Invitrogen 3T3- L1
SuperFect
Transfection Reagent (QIAGEN ),G418 (
GIBCO BRL ,Complete,Mini
Roche 3- 1- Sigma
Humulin R

Guinea pig anti- mouse
resistin Linco

19G H+L ( ) B Sigma
*H- 2- 200 GBq/
mmol
1.2
1.2.1
MRNA AF323080
mMRNA
5" - CGGAATTC
ATGAAGAACCTTTCATTTCC - 3'
Eco R 5'- CTAGICTAGA
TCAGGAAGCGACCTGCAGCT - 3'
Xba S
EcoR Xba
cDNA 363 bp
1.2.2 RNA 16 BALB/
C TRIzol

TRIzol Reagent

RNA
RNA RNA
1.2.3 RT-PCR cDNA 0.5 pg/uL

RNA2 pL 10 2 uL 10

mmol/L dNTP Mix 2 pL 50 mmol/L MgCl, 2 pL 17

pmol/u L 1.5 pL 50 U/puL
RNA 1 pL 20 UL AMV 1
pL  DEPC 20 pyL 42
1h 99 5 min
50 pL PCR
cDNA MgCl,
10 PCR 5puL
10 mmol/L dNTP Mix 1 pL 50 mmol/L MgCl, 2 pL
17 pmol/p L 1L
5puL 5 U/uL Tag DNA 05uL  DEPC
50 pL 96
2 min 96 30 s 52 1 min 72
50 s 35 72
7 min 4
1.24 PCR A-T pGEM-T
PCR Qiaquick Gel Extraction Kit
PCR T,DNA
A-T pGEM- T
JM109
2 mL LB
37 Qiaprep Spin
Miniprep Kit EcoR Xba
1.25 cDNA pcDNA3.1 +
pcDNA3.1 - EcoR Xba
PGEM - T - resistin
pcDNA3.1 *  pcDNA3.1 -
Qiaquick Gel Extraction Kit
cDNA pcDNA3.1 *
pcDNA3.1 - DNA T,DNA
cDNA pcDNA3.1 * pcDNA3.1 -
DNA JM109
3
2 mL LB 37

Qiaprep Spin Miniprep Kit
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a/L 0.2 mL 20 min
1.2.6 pcDNA3.1 - -resistin - 3T3-L1 whatman
3T3-L1 3 mL
5 x 10° 6 60%
70% SuperFect Transfection Reagent *H- 2-
pcDNA3.1 - - resistin - disintegrations
3T3-L1 500 pgo/ per minute,dpm 10 min 10°
mL G418 3T3- pmol 6 2
L1 SuperFect Transfection Reagent x 108 dpm/
4 200 GBg/ mmol x +
pcDNA3.1 - - resistin
pcDNA3.1¢) 0.05
pcDNA3.1 - - resistin 4  3T3-L1
0.5 mmol/L 3- 1- 2
1.7 pmol/L 1 pmol/L 100
mL/L DMEM 2.1 RNA
RNA
1.2.7 Western blot 28S 18S  5S
90% 28S  18S 21 RNA
1.5 mL EP Aol Ay 1.9 RNA RNA
Bio- Rad 0.5 ug/uL
2 x 2.2 PCR
SDS 20%SDS PCR
5%SDS 250 bp 500 bp
PVDF 1h cDNA 363 bp 1
1 1000
45 min TBST 1 5000
19G 1h
ECL X
1.2.8 3T3- L1
363 bp
4
100 nmol/L 2
6 3 1 RT-PCR
h 3T3-L1 Fig.l RT-PCR product
6 90% 3T3-L1 1: resistin cDNA; 2: Marker
e 100 nmol/L
30 min 2.3 PGEM- T- resistin
37 kBg [*H] 10 EcoR Xba
min 10 pL 0.48 mg/mL pGEM- T 3000 bp
B 10 pmol/L PCR 355 bp PCR
PBS 2 0.5 pGEM- T 2
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2 PGEM- T - resistin EcoR Xba

Fig.2 The recombinant pGEM - T - resistin was verified
using EcoR  and Xba  digestion

1: pGEM- T- resistin were digested into pGEM- T vector 3000 bp
and inserted DNA 355 bp; 2: The recombinant pGEM- T- resistin; 3:
Marker

2.4 pcDNA3.1 ®- resistin
pcDNA3.1%)
5 400 bp cDNA 355
bp 3
pcDNA3.1 * DNA
MRNA :

pcDNA3.1%- resistin

3 PcDNAS3.1 * - resistin EcoR Xba

Fig.3 Recombination plasmids PcCDNA3.1 - resistin were
verified using EcoR  and Xba  digestion

1: PcDNA3.1%-resistin were digested into two fragments by EcoR
and Xba ; 2: no digestion PcDNA3.1%- resistin; 3: Marker

2.5 pcDNA3.16)- resistin®

5 755 bp DNA 4
pcDNA3.1-  DNA
MRNA

pcDNA3.1 - -
resistin -

bp

4 058

2 100
1 516
962
600

4 pcDNA3.16)- resistin®

Fig.4 The recombination  expression  plasmids

pcDNA3.16)- resistin®)
1:The recombination expression plasmids pcDNA3.1¢- resistin®
2 Marker
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Fig.5 3T3-L1 adipocytes (Sudan,x200)
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2.7 Western blot
3T3- L1
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P<0.05 6
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6 Western blot 3T3-L1
Fig.6 Western blot of resistin in 3T3- L1 adipocytes
1: Marker; 2,3: control group; 4,5: transient group; 6,7: vector
group 8, 9: stable group

2.8 3T3-L1
P >0.05 3T3- L1
(D
1 10°  3T3-L1

Table 1 Glucose uptake in 10° 3T3- L1 adipocytes in every
group (n = 6, pmol)

Basal Insulin
Control group 3.620.5 7.9+1.7
Transient group 3.320.5 8.611.0
Vector group 3.4+05 8.5+2.2
Stable group 3.5+0.4 7.5+1.9
F 0.305 0.327
P 0.821 0.806
3
mMRNA 591
84 428 345 (1
MRNA pcDNA3.1 ©)
pcDNA3.1¢) EcoR Xba
5' Eco R
Xba cDNA
PcDNA3.1®  pcDNA3.1¢)

MRNA
[ 6 9
16
MRNA RT-PCR
cDNA
RNA
RT RNA

MRNA

1% 5% mRNA
mRNA
cDNA
RNA
RNA
Aoy Aoy 1.9 RNA
PCR
DNA 250 bp
mMRNA
5 CGGAATIC 8
5'- CTAGICTAGA 10
345+8+10= 363 bp
PCR

500 bp
345 bp,

PCR

PGEM- T Taq PCR
3 A T
3 T
T T.DNA
PGEM- T
T 3 000 bp,

PCR
AT ,
“ AT »
LacZ

DNA 2

EcoR Xba
pGEM- T
355 bp(

PGEM- T- resistin
DNA
DNA

cDNA 345 bp  EcoR

5 Xba 5 )
RT- PCR pGEM- T pGEM-
T pGEM- T
DNA
mRNA

cDNA,

3 000 bp
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pcDNA3.1®  pcDNA3.1¢)

pcDNA3.0
5.4 kb
pCMV

G418

pGEM- T-resistin pcDNA3.1*
Qiaquick Gel Extraction Kit
cDNA
DNA
pcDNA3.1¢- resistin

pcDNA3.1 -

pcDNA3.1* pcDNA3.1-
pcDNA3.1- resistin

resistin

3T3-L1 3-
1- 10%FBS
DMEM

3T3-L1
PcDNA3.16- resistin®
pcDNA3.16)- resistin®)

3T3- L1 PcDNA3.19)- resistin®)
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100 nmol/L 2
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