HHEALEL®

www.wjgnet.com

WFRAL B AYE 2006E158H; 14(1): 39-44
ISSN 1009-3079 CN 14-1260/R

J #h#F 5 BASIC RESEARCH

R XEXERE TP | BREEZRERARMESEE

WA, B RAEZERE

B, $BE, =8, FE, HRETTRFH—MEERY
A RA 3758 4B Rk BB R G ATF T 832008

A #ReTFREE—WEERTSEHE HELE
FF T 832008

RINZL, 22, 1970-08%, N, #se0l S AT T ES A
RSN T, FH8EIM, FEMSBIFA4COEOVIAR.

ER R AT A, No.05]C08

EMEE: X[E5, 832002, ¥R4B/NEEBXET S, #se
OITARFEWBERTHILARL. shzds-sh@xj.cninfo.net
INRSEER: 2005-10-25 1S HHA: 2005-11-26

Construction and identification
of rat pcDNA3.1(+)-antisense
TBRI eukaryotic expressing
plasmid

Li-Hong Xu, Yong Zheng, Ting Zhou, Rui Li, Ying Chen

Li-Hong Xu, Yong Zheng, Rui Li, Ying Chen, Depart-
ment of Digestology, the First Affiliated Hospital of Shihezi
University, Shihezi 832008, Xinjiang Uygur Autonomous
Region, China

Ting Zhou, Center Laboratory, the First Affiliated Hospital
of Shihezi University, Shihezi 832008, Xinjiang Uygur Au-
tonomous Region, China

Supported by the Crops Foundation for the Doctor,
No.05JC08

Correspondence to: Dr. Yong Zheng, Department of
Digestology, the First Affiliated Hospital of Shihezi Univer-
sity, Shihezi 832008, Xinjiang Uygur Autonomous Region,
China. shzds-sh@xj.cninfo.net

Received: 2005-10-25 Accepted: 2005-11-26

Abstract

AIM: To construct rat pcDNA3.1(+)-antisense
TBRI (transforming growth factor beta receptor
I) eukaryotic expressing plasmid, and to provide
the experimental foundation for intervening the
pathogenesis and development of liver fibrosis
through TBRIL.

METHODS: TRIzol assay was performed to
obtain the total RNA from the rat liver tissues.
The integrality, concentration and purity of total
RNA were detected by ultraviolet spectropho-
tometry and agarose electrophoresis. The frag-
ment of TBRI cDNA was obtained by reverse
transcription polymerase chain reaction (RT-
PCR), and then amplified by nest PCR. CaCl,
method was used to induce the susceptibility
of cells. The eukaryotic expressing vector, at its
multiple cloning sites, as well as the fragment
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of TBRI, was digested by EcoR I and Xhol, and
then, was purified and retrieved by agarose elec-
trophoresis separation. pcDNA3.1(+)-antisense
TBRI eukaryotic expressing plasmid was con-
structed by a directional inverted joins with the
purified linear pcDNA3.1(+) and the purified
fragment of TBRI. This recombinant plasmid
was transfected into E.coli JM109 by means of
heat shock. The recombinant was identified by
restriction endonuclease digestion and DNA se-
quence analysis.

RESULTS: Agarose electrophoresis showed that
the strips of 18S and 285 were integral. Further-
more, the luminosity of the 28S strip was twice
as high as 18S strip. So the total RNA was con-
sidered to be in integrity. The ratio of A,/ Axo
was 1.915 0, and the total RNA was considered
to be in good purity. The concentration of total
RNA was 770 mg/L. The two fragments digest-
ed from pcDNA3.1(+)-antisense TBRI by EcoR [
and Xhol | represented 5.3 kb and 432 bp after
agarose electrophoresis, indicating the success-
ful construction of pcDNA3.1(+)-antisense TBRI.
Sequence analysis showed the same sequence as
expected.

CONCLUSION: The pcDNA3.1(+)-antisense
TBRI eukaryotic expressing plasmid is construct-
ed successfully.
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ARHTEC M 3 SR ™M, BTS2 40 M 35 A s
YR TR I 22 /b, MTRR T Bk fr
FEARARR SHERTTBR 1 K435 N I AE RELZ T 4T
et B b T Re AV AR R AR AL 2R
TR ATk i R TR T A%
FIR TR, A IE R ABITRR T HIRIE T T £F 4
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1 #RIATE

1.1 A FFALZ0 A i) 7 K 2% 5 — B J s e

L2 SEH % -80 CUKVR IR AF I HFZHZY; pcDNA3.1(+)
FORL A AR AL DR B BRI A% R N VI EEEcoR
I . Xhol 1 ¥4 1 3 [EIPromega s 7]; KR4
PRIIML09 5 A7 AT 1 K 2% A T 1 = 2 e AR A S 5
E T, Tag DNAZ EM. UNIQ-104::{PCR
DI R 74 . UNTQ-10/08 5 5 i ks i 12
&, DEPCHINE LiFSangon/A+l; Triaol
Reagent RNAZ B 4 € [E Invitrogen s & )
P WS PCR— A & N [E Qiagen
ONE P TADNATEBERE . BB A s K
BBIA A=, HAPCRA . 51w, ¥
H_L#ESangon A |l & Ak, AN Ah51H: Fo
5-ACAGGCGCAAACAGTGGCAG-3; R;: 5-A
GTCTCGTAGCACAATGGTCC-3'; N514: Fy
5-TTCACCTCGAGAGTGGCAGCGGGACC-3}
R,: 5-CTACCGAATTCTGGACCATCAGCATA
AG-3'. (FRAAES S s i) BRI 1 A DX Aol T
HEcoR T Fe SR o AZ AT IR 7 41).

1.2 7k

1.2.1 £ X # FZ R84 25 (RT-PCR)3K B 49
AHETBRT cDNAK & HHAH L BRNAHEEL,
KR AZR, FEALZ D) R HL LIRS pmid ),
109K/ N0.1 mL/L DEPC/KALHiL f92.001) &5
DV, ARG IINAC YA [ Trizol 1 mL, 4°CK
FTCEL h. IIAN4CTA 200 ul, 4!
Y% J5 55 min, 13000 g 4°CE5.0015 min, X
W, BN EAR200 pl, FIZRE Y G
%5 min, 13000 g 4°C #5.0215 min, H_ 3800
NEFRIA-20°C 1% N Y, BERIRA), H-20C
VKA FFE 10 min, 13 000 g 4°C 20325 min, {4
18] S, RFUTUE P4 BLEC 750 mL/LiR
K50.3 mLUEHE IR, BRRVEE: 513 000 g 4°C
B0 min, 5 RE R 2 BIEW, A
+10 min, BIfSRNAYTIE, H30 pL 0.1 mL/L
DEPC/K AL B ¥ JC B A K Hi AR, 15 g/LE IR
B I L KR T RINASE 38, I R Aoy e k%
T3 8 120 A4S0 52 RNAJK BE NS, —20°C {RA7
RNA% HI.

i F—IERT-PCRIRF £, M MNAKR: 5X
buffer 5.0 uL. dNTP 1.0 puL. 54F, 0.3 pL.
5/%R, 0.3 pL. Rnasein 0.1 puL. Enzyme mixed
1.0 uL. Rnase free water 15.3 pL. RNA#HK
20 pl. BSNAREA25 pl. WS O i SN
A (1)cDNAG S T 50°C 30 min, 95°C
15 min; (2PCRY"1: 94°C 30 s, 55°C 45 s, 72°C
1 min, 35/MEH; (3)f G LEfH: 72°C 10 min, =)
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2810 g/LBENRBE I FRLAAS . ZEE A ) Marker WA # g B
b - ) BT AL AR
HCPCRY METRRIFE A Fr Wr: & W4k & i+ U K

50 uL, ¥ JCRIAZE7K38.2 uL. 10X buffer
4.9 pL. 10 mmol/L dNTP 0.9 pL. 5|#F,
0.5 pL. 5I%R, 0.5 pL. 25 mmol/L MgCl,
3.75 uL. Tag DNA%#§0.25 uL. RT-PCR/™
Y)1.0 uL. PCR M A4 (1) Az 1E: 95°C 4 min;
(2PCRY"1#: 94°C 30 s, 55°C 45 s, 72°C 1 min,
35MIEER; (3)dRe i 4L 72°C 10 min, #EAPCR
(3 B2 10 o/ LB B e e H K ARG ).

1.22 BSLTBR I /[pcDNA3.1(+) Ak ik F L0
Ky M (1) B I #5 IWIRAE KW
P75 TR I M 109 B Y ity HC /D BT 90 4 ol B Al T
Amp(-)FHTAMp(+) LB AR 7RI |, 37°C
R, AAMp(-)F- L P PR AN R FE T T LB
BrgRih, 37 CHRFEREAL(120 r/min), FE M HEL
0.5 MLE R 150 mL LBR;F=%E, 37°C
A ZIEFERE 772 h(250 r/min), fiCaClikiE S
JEAZ S, (2)pcDNAS.L(+) 3RS H 1) A
&Rz T RIEHAApcDNAS.L(+)1E £ T %
R HEcoR T Xhol T MU E4k, 1)
featifb [nic; TRR T &R F Wi Xl 1) Ji5 1) i 4k
AT K 2l T pc DN AL L(+) Ze R A 2k
EFITRR T HE D Fy B In) Je Je mp e 4%, 415
BRI TBR I /pcDNA3.1(+) B A% # ik 541 ki
pcDNA3.L(+)HFY) e AR R 55—k M), K&
IWF#%/K13.4 L. BufferH 3 uL. BSA 0.6 pL.
pcDNA3.1(+) 10 uL. £coR 13 uL, & Miik
30 ul, N4 37°CKIB2 h; 475 K
PI, KW M7%7K9.4 uL. BufferD 5 uL. BSA
0.6 uL. XAol 15 uL, SRMNARFS0 L, MY
A 37°C/AKME2 h. TRR T 3E N A BERg 1) S o
RZR: B IKIEY), KEAZEK5.2 L. BufferH
2.5 uL. BSA 0.3 pL. #ifk[mi I TRR T 3
K F 115 ub EcoR 1T 2.0 ul, & J M ARF
25 uL, W4k 37°CK#E2.5 h; 475 Ik
Pl KEW#K8.2 uL. BufferD 25 uL. BSA
0.3 ub. Xhol T 4 uL, BRNAEFA30 L, A
At 37°CKH2.5 h. W FHTADNAEH:E, 44k
DNAL i ADNALLHI H3-7 1, 735l 17 22°C
B2 h 14 CIERL . ()l Bk I
R FURIDNA 5 ul, IA200 pl/&sz 2540 b
Hr, VK30 min, 42°CoKi (A E)90 s, W EPUK
5 min, F RS A A S37°C 1800 pL
LBE FRMIM2 mLK# &0, 37°C 120 r/
min{E#EL h, 5000 r/ming.01 minfG, F i
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PAEIE R, B 200 pL B+ H I A A AR A7
PR AN, AR BB /D A0 TR A B A T A
VI PAT /N TR AR I BT A3 IORi5 ul T
10 o/LBEARBE AL rk, W] WAT BORLAE XA, A
o B v, B AR D) % E . IOREAR
10 uLMEcoR 1 Fixhol 1 XUV )G - HL10 pl
1710 QLB b ot M e A G 00 Bt D7) 25k L. T DAE
SEIBHE 58 B, ML B 773 7 il 55 97 i 16 Ll
Sangon/ &)l /7.

2 BR
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2 pcDNA3.T (+) RTRR | EARFEREXAo| | FEcoR | I
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SRV B: pcDNAB.1(+); C: 4lifviy B B Fr B
TSGR At I D: S b i B R
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Marker A B C D

3 PEMRENNEIEELSR. A YA L TBR
1 /pcDNA3.1(+) B £ K TN B: K YTRR 1/
PcDNA3 (H)ERZFR BT C: 4 LfELEEpcDNAS. 1 (+);
D: pcDNA3.1(+).

130 140 150 160 170 180 190 200

ATGG AGGCGGC GTCGGC TGCT TTGCGTCGC TGCC TGCT TCT CAT CGT GT TGG T GGCGG CGGCG ACG CTGC TCCC GGGGGCGA AGGCA TTACAGTG TTTCT GCCACCTC TGTACAA AGGACAATT TTACT TGTGAGACAG ATGGTC TCTGC TT

A M

210 220 230 240 250 260 270 280 290 300 310 320 330 340 350
TTGTC TCAGTCAC CGAGACC ACAG ACAAAGT TAT ACACAA TAG CAT GTG TA TAGCT G AAAT CGACCT AATTC CCCGA GACAGG CCAT TTGTTTGTGCA CCATC TTCAAAAACAGGGGCAGTTA CGTA TTGCTGCAATCAGGATC ACTGCAATAAA

il A AL

350 360 370 380 390 400 410 420 430 440 450 460 470
CTGCAATAAAATAGAACTCCCAACTACAGAAAAGCAGTCAGCTGG CCT CGG TC CT GT GGA GCT GG CA GC TG TC AT TGC T GGT CCAGTC TGC T TCG TC TGC AT TG CACT T AT GC T GA TGG TCC AG AAT T

‘ i u l\ "f | |~m‘ i lh | | |
“ i JWI l’ Il ‘“l “ il ‘l Jﬂ |

E 4 [PEERENEER
IPCDNA3.1(+) FLAZ A IE FLALTORL. B 5o B ok

|I!

———

ek f/EDNA Marker 430 bpfiktEfbatifh 5

PCDNA3.L(H) T W 4 I 45717, SHrms B W45 3 (K4) Ziblast i (Gene ID: 29591)5¢ 4
(0 BOR/NARAS, IR M BA M e B (113). T —2L
Fov RGIWI AT BE VI 255 8 ApcDNAS.L(+) 3 TH18

Pt (M D)L 5 T AR B, SO0l CTPR

31 TPR I 9AF 503 T 45 4 A6 97 9 & 3L TGF-B
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15 5% 30 B 40 e 9 10 2 AR TS JE AR R AN IR 2
T 41 B 1852 A4 A AN R FNAS [R] 1) 52 Rk ik
T GF-BAE 5 1% 3 (152 W (R FUAS W 73 BN
HAETvF 2 0 3m e S TRR T A2 44
A JE R SmadBEA A e 41 9 A 5 R
P, X ] Ge A4 e 3K T (Fendoglin 2 Ak K 1AL
AT P, IR ARE R WITPR T 52440} py 2 2%
(endothelin-1, ET-1)# 2 k47 15 1 FH P2, i
ET- L0 3473 Ji5 2T 4k A 1) 44 47 00 1] ik o P 1) T
R AT E S Y. Roulot ef al®V g R4 K
ZHAMHHTER T « TRRIIFI 2214, {H LI
FHAHAIR, KT GF-BIF S b AR K ASAH ], 4 i
HSCib Ja Hoan e R T TR 1T 2 2wk /b, 1M
TR I MM ORFFAAL, FHN R IX A g &HSCHE
1S5 T i R 1R 3 SRR B i A AR A
) 7 VAT B R TT (1 2328 5k 4E 27 I 21 i 1 1k
FEI s 259 il HITRR [ R IA T
TR GEA ) A R R IR SE B /b

3.2 KA SLTBR I /pcDNA3.L(+) Az & A 207
By MmE TR I R EM T #5922, &
HINIMNE T, BREBHKEZ5.3 kb, & XRNAH;
AR AL R 2248 S, BN AR, ¥
R S 1 e Sk IR 328 2 B Ry 1) 08 oAk b (O
B, R EE), Fsk i XRNA SN [ mRNATE
FROUUEE, I AE A% R S 7 s S B R K 1
JEE L D g 225, s CRNAE FH LA 35
HEEEEBRNA D RNA T B4A, BLIEFMRNA
55 R% BB AR IR 45 6 B A 2 300 1) B 128 B 58 T i AR
MRNAIIN T, X Bk H 5 D8 1) 5 s i I
B A 5 E100.5-3.0 Kb Ky A B, T HH
AN T5F0 3 R B 1 X 1R ) 90 A 1E AU IR L
2w YRNALE SR BT HRPIE
5540 S 1l R R SR, e A T
KA. pcDNA3.L(+) 2 Al A K E 41 i
B JA B SR G M Rk Uk, ST
BGH/E 8l 1, ARNAR A M1 L4t 7 4F
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R 2 55 DR e i 2 1 T 2 4% e A SRR A L
42 1) 355 DR ] 0 7L B0 4 B SR 1 AR e Rk
IRAE— & R L ARAIE T H 38 R 1 B e d A
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(Amp) Ptk A, 8T BH 1 v B e 24, >R
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P34, vl ARRE A T AR P X e ] i,
FATIEHPpcDNAS.L(+)E R HAR, MBI
FHEIUBRNA, KA HART-PCRIEAY 1 H 4
440 bpITRR T J B, JEH HAG AR AL KIS i
FIpCDNAS.L(+) 1. FAL I ok 2l 1) 46 e 15 1
HE NASE, WP AT IESE A TRR T 42K 4
T A P E R By, BEK 432 bp, JEAF
51| 5 GenBank & K 1741 5643, 3R AR
AT R TR I /pcDNAS.L(+) HAZ Kk T4l
JEORE. IX— TAEMISE %, MG SER R XTRR T
IpcDNA3.1(+) HAZ Kk w5 21 4k 4k
PRI R BRI A% P AE S0 0T T £ 4 A0 1D 58 e 4 1t
[HIE7E 5

3.3 SO fEARRLE T, sE A TR
PR R R B D IR, Bk WU D) 2 1k
DI aliqb [T ¥ BA% R IR 3 AApc DN A3.L(+) Fr
W7 55 XD 5 DI IR 2l AR R I T BR T JE K F i
$, RIS T AS[R) L A 1 e e AR &R, 3K
ADNA : 45 ADNAE /R H: 3:1, 5
1, 7 01, EHN DRI B RE T 22°CiER2 h L
14 CHERLH, BEHRRIhE TEAT. B
ZI0 NN TS H 1 B JE R Bk T
10 mo/LRP AT RAT PR £, AT A e s se R i
RO, W H I BRI B, W NAT I RO,
SRR H I BOGE B BITEUAE, R4k
e, &5 R BTA3 H B BURIR BEARAR, AT Puidid:
PRI, o BOERNSRAT A+, (A5
HIRE . 7 S50 v [] B S 37 AN [ A ) 2
AR ZR, T F T3 i SR AR,

B AZBARETFRES —HWEER P
S RIEFEGHE AL, FIFE T AT
VAR B, B Mo —SF 5

4 SEXE

1 EEEERE SATRRT - SR ik bl
RPN, 1999:179-186

2 Safadi R, Friedman SL. Hepatic fibrosis-role of he-
patic stellate cell activation. MedGenMed 2002; 4: 27

3 Roulot D, Sevesik AM, Coste T, Strosberg AD,
Marullo S. Role of transforming growth factor beta
type Il receptor in hepatic fibrosis: studies of human
chronic hepatitis C and experimental fibrosis in rats.
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