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Abstratct

e AIM: To construct specific siRNA expression vector
targeting human TGF-B,.

e METHODS . The mRNA sequences of human TGF-$, in
NCBI were analysed in silico. The best sequence of siRNA
were designed according to the siRNA designing
principle. The double-stranded DNA was inserted into the
GPU6/GFP/Neo vector by the BamH | and Bbs |. The
recombinant plasmid was identified by the BamH | and Pst|
single enzyme digestion and verified by DNA sequencing
further.

¢ RESULTS: The positions of 1016-1034 in TGF-B, mRNA
were chosen as the RNAI target. The result of the enzyme
digestion to the recombinant plasmid showed that the
double-stranded DNA was successfully inserted into the
GPUG6/GFP/Neo vector. The inserted sequence was the
same as the designed sequences and was proved by the
DNA sequencing.

e CONCLUSION: The human TGF-B, specified siRNA
interference plasmid was successfully constructed, and
this plasmid can be used for the study of the function of
TGF-B, gene and improve the success rate of glaucoma
filtration surgery by gene therapy.

e KEYWORDS: TGF-B,; siRNA vector; plasmid construc-
tion
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F73% : A NCBI Hi# 5 A TGF-B, Y mRNA J¥31), 3 ) F 4=
YIE B P AN AT 00T s AR siRNA (35T BRI, 18 %
I FER siRNA J751 5 ) FHBR il )9 YT BamH T 11 Bbs 1
F4HH I XS DNA # A 3] GPU6/GFP/Neo #44; E 40
JEREZE BRI N VDB BamH 1 F1 Pst 1 BRG] HEAT S5
S S A %) SR — 2 2t B PRI 5 %) 7 s A T IR
SR ORI B 2E %8 TGF-B, mRNA 1) 1016 ~ 1034
B3Rl P A0 s 5 0 TR ) 4% SR 36 B XUBE DNA I
H I AR T GPU6/GFP/Neo # i v ; I 23 Br4ts SR i
—AEE AP St e 3.
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TS AR A OGIR IR S TR R F 2 A
TR A A2 P BT 4 0 i P S 5 14 0 3 BRI, BF 9 3R W
K A F-B, (transforming growth factor-beta 2, TGF-B,)
FEIX — it B SRR Y o FE, IR R SR 258
A R4 T T AT ) ST 24 200 14 5 (L T 1
259,10 . 5-3 IR 9% BE ( 5-fluorouracil, 5-FU) 2% % C
(mitomycin C, MMC) i85 2 A(cyclosporin A, CsA) ¥
SEARR S PEZG W), P REAT R E A RIAE 5 Rt SR —
R S M RELT R A 018 7 12 2 X T Y — T TR R
RNAi ST 4Rk & e ke i — & 0F 58 T-Be, th T Hoal LURR
SPE IR SRS SRR B 3k O 2 TR R T
REFNL YL e g KO g it 3L BRI 7 P RSz 40
Bt AR —A T T3 TGF-B, F LAY siRNA JFk7,
BFSE TGEF-B, KK D RE A HIE AT 9 T 4 = H 06
MR TR LB 38 B S A
1 #EF T &
1.1 88 PCR A KPR R G BRI K 15 2 4E ( Bio-
Rad) ; DNA FF81 & A% (#5504 i) ; GPU6/ GFP/ Neo A
(HHAFD ; BRLHR IR DNA 46 {7 & ( Promega ) ; T4
AN BR A v P DDl (R % R A= H) A F) s DNA Marker
(Fermentas) ; DNA Wl ¥ (_ iR AN F]) o
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1.2 ik
1.2.1 BB R AR M NCBIL P4 £ A TGF-8, 1Y
mRNA JF%) ,*U Fi Ambion #0l Invitrogene INEIITELR siRNA
Wt T H X TGF-B, 3L 751 #4743 H7, 348 F BLAST %X
XTI RGP A AN | D Pt — S5 e A% siRNA JF41,
1.2.2 FHAEHE KA U DNA oligo 435I TE(pH =
8.0) A, He & M 100 wmol/L; BUKH I A4 1F SC% A1 Fe Sk
oligo VAR, ¥ B 4NN L b e B R K N K & ;10 x shDNA
1B KW S, IF A% S, )2 X EE Sul, ddH, 0 35uL;
fE PCR X b 4% B0 T 2 )7 #1718 K 4b ¥, 95°C , Smin;
85%C ,5min;75°C ,5min;70°C ,5min;4°C{RAE, F&BRHI1E N
VIR BamH 1 F1 Bbs 1 #24E BEHAXT GPU6/GFP/ Neo #44 i#
A7 WU 5 BT 7 ) 228 B R WE 1 P kRS I 1 DNA
i IS 3] G 0 il DD I 1 SR A7 TR 5 IS 4 22 3
T EL RN R A0 6 6 TG I 4 B e i, 4428 T4 DNA
MR E LR DNA B S 8RR &, 16°CiE et 1
BEER=IIIMA B SO KIHFTF 3 DHS o JBAZ 2540 i
IRIZYEA] UK S 30min ;42°C $45 90s; 7K i E 2min;;
T 900wl Hr fif LB K% 3% %5, 37°C, 200r/min 15 37 1h;
4000r/min 20> Smin; W5 900wl b 37, FH ) 4% 7k &
B AR T LBY A, 37°C B 35533 0
1.2.3 RALEE /7 HHHCS AR5 E 3ml WK
LB Wi 32 b 37°C 2001/ min 353535074 ; B 2mL B
TR JETORE /N R SV 1 P 2 R 4 ok 5 7 4 TR
HE— 35 A BRAIPE N V1B BamH 1 A1 Pst 1 B 5 2B IE
WHEE AT 55 ; e ) 4 5 B B4 ook 2 0 ig 4
WA B BTN 37
2R
2.1 BEBEERE M\ NCBI 4 2] TGF-B, B mRNA J7 51
(NM_001135599) ; HRHGERA; A3 B8 3R, If-4% i siRNA 91X
TR, DA K% B T i ST R 55 7% TGF-B, mRNA
FPa v o3 A1 45 R R Jie 2835 28 XTI T 91 8 TGF-B, mRNA
11016 ~ 1034 XI5 ( GAAAT GTGCAGGATAATTG) , iE X
B 5 R SCEE IR R 9 A2 R ¥ 51 i (] B& ( TTCAAGAGA ) il
ZB(T) BLEMR  /E A RNA IR T, 16 1F EER 52
SN CACC, 5 Bhs 1 BV BT B0 B 1 A s 4D 5 76
A 5 S ds Il GATC , 5 BamH 1 B J5 (9T B
PR I T Ah, TF X% 5°-CACCGAAATGTGCAGGATAATT
GTTCAAGAGACAATTATCCTGCACATTTCTTTTTTG-3"; %
SU4E . 5°-GATCCAAAAAAGAAATGTGCAGGATAATTGTCTC
TTGAACAATTATCCTGCACATTTC-3,
2.2 RHIETE ZHNRHEER % 450 WoR PT Pk LT 5
AR T LI Pst 1 YFF, ¥ 0] LUIgE BamH 1 YJHF, 4
S BRSO (P 1) o BEH 3 S Ok 6 I S w R AT
SriT(E2) SR FERmATI 5t e—8. K3 %
WY R REXNBERY, BE0FH LS, UEA
250mL/L Hil AR LB AR K, /3% %) 1. SmL EP %
Fr 2= -80°C VKFARAAE
3 it

BB S 2 F B FE SAE N | BT 4 4 o 5 184
PSR G RAEBT B, X — I BRE A HZ MR
A, — BRI S SRR IR, MR e
SEEOCIRIES PRI FEE A H TR IE
52, TGF-B B B i e F EEAEAD |

1 2 3 4 5 M1 2 3 4 5
B RHEYIZERE M. lamda/Ecol30L; Z2f 1 ~ 5. Hi 20 JFkr
Pst T BEUIZES A 1 ~ 5. TR BamH 1 BEIZ5 R,

7 1 2
CACCCALATGTCCAGOATAATTGTTCAAGAGACAATTATCCTECACATTTCTTTTITTCGATCCACTAGTTC
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2 FRAMFER,

TGF-B J2—HEA LM Y4 INREME ARG, 2
% 54U 5328 BaEE LRI RS S R H AT AE L5
PP 2B TGF-B A =FhiE &Y, g1, p2 Al g3,
FEAG R LG e Ry 4 21 4T AR i = B 45 4 TGF-B,
KEAAET Bz g™

VAR A 9T B, TGF-B, ASMUXE A Tenon % i £F 4
T 0189 L FNASAT LA R 4T 4 20 A 5 1 T T e 4 EL AT
PRUEVE R i ELIA BT fofi 45 5 2 4 40 B 3R A i 04 i A K
JEJFUTTE , i BRI TE AL 5 Esson 25" A9 E— 2 5%
RIETARJG TCF-B, M 2235, I HAME I TGF-B, 7] LA
PERHRATE R, FRIUL, W fal BHLIBE TGF-B, #ik LK EI45 3L
TV AT ORI A T B, 48 v TR 0 R T RS R H A F
FEMIHAGE, . RNAL SR ARk & R ok ) — B 7 F B B
B 712 N TR R T I 6 A% ek 5 g K 8 P 9
FEPNATT R 3k — AR AT AR R S R S 22 S A
AR BAAS N R L RS mRNA | I FARXS 59 dsRNA 5t
AL DA AR I ) PR e 3k Az il R R AT HUR A X
TGF-B, 1 siRNA SKBHWT TCF-B, F ik , LA i 247 20 il
U PR I K, B TR T R B B, B
SIRNA A9 3R 15 £ 24 Wi A F BE. (1) 76 RS B 32 1 4%
siRNA, I i & 19 RNA 5% Ge 3 700 H 55 20 40 i 7y
(2) RHFER AL T PCR A F2 08 HE 42 I\ 25 i 5] 241 ffg
BRI HG s4538) siRNAs, o —Fh 7 e S5 H—Fh o5 e L
BIPESAE TR B 484 RNA O LT B 23 A K
Wika et X AN B A, FRATTRE B A R ik 5k
PRI JT 545 siRNA

AHHFFE N NCBI £ 45 2453 2 TGF-B, ) mRNA J¥51]
FEFIHA M5 B P ST 00T s 455 5 R4S T R
J5i , 1 TGF-B, mRNA ) 1016 ~ 1034 X ( GAAATGT
GCAG GATAATTG) YEATHAE AL &2, % L 45 Bl Ak iy
WG, RATEESE T 15 B4 7 9 GPU6/GFP/Neo %k
M L ERAR G Bhs 147 15 AT AT SURSIER AT 18 4 IE A
Neomycin i 52 3 PR 0] DA F44 Y J5 i i e | fig &5 3L 5 GFP
AL LS Bh I YR AR 78 RNAG & AR 7 A5, X Se A5
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ATLAK I SEAF 580 AR A A, A1) BIR 1 44 o 10 il

BamH I 1 Bbs 1 Al #Y XL EE DNA i A £ GPU6/GFP/

Neo 2 ; T4 9 140 SR 28 BR 1 4 Y V7 BamH 1

I Pst TG AN 3 04 X0 36 o A O 1 R 1 T P

BRI R R R — 26 RNAL AR BH T TGF-B,

FARBUE T ITR A T3 A I BURL I AR A Sy itk — 25 F

FEN TGF-B, I LIHE, Lh K A1 FH L AT 1 7 B4 e
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