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[BE] B WEERABEKE 38(GSK-38) ¥ 7A0 RNA T (RNAI) fm#, WA I m s
BeBiM (FFA) %S T AB#E bk S 418 (HUVEC) GSK-38 Ry #A1E M. ik FAKIIRREAE AR
GSK-3B #5549 siRNA IR B RIAEE, 76 HEK293A b N RS S RUL DA ESRERE.
GSK-3B 4519 siRNA RASE B Y HUVEC, L) Western ENE 2 Z H %) GSK-38 BAREHWE M, HR &
IHHMEET GSK-3p #5571 siRNA R, R8BI ENWIRB R AR N B4 IRWE RS HUVEC, T B W
PIEH 3% R B BRI RRAE S T RO40HI GSK-3B B B AY#ik , Ad-DEST 455 Ad-640 4] (%%, Ad-640 4HA B
TH(P<0.05), &ift WEA GSK3p #5749 RNAI AR ABA %M HUVEC GSK-3p BHIIRE, HWHE
R R IEES M HUVEC 45,
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Effect of GSK-38-targeting RNAi recombinant adenovirus on the GSK-3p expression of human umbilical vein
endothelial cells induced by high free fatty acld CHEN Yu-fang, CHEN Gang, LIN Li-viang. Department of En-
docrinology, Fujian Provincial Hospital, Fujian Medical University , Fuzhou 350003, China

[Abstract] Objective To construct RNAi recombinant adenovirus expressive vectors specific to GSK-38 and
explore if it can inhibit the GSK-3B expression of human umbilical vein endothelial cells induced by high free fatty
acid. Methods Homologous recombination and cloning techniques were used to construct RNAi recombinant adeno-
virus expressive vectors specific to GSK-3B. Then, the adenovirus plasmids was transfected into HEK293A cells to
produce adenovirus and amplify the adenovirus stock. Plaque forming assay was used to titer the adenovirus stock.
The GSK-3Bexpression were detected by Western blot. Results The RNAi adenovirus vectors specific to GSK-38
were successfully produced with high titer. The expression of GSK-3p protein could be down-regulated efficiently by
the RNAi adenovirus in HUVEC both in the condition of normol and high free fatty acid( P <0.05). Conclusion
RNAi adenovirus is an important tool that inhibit the expression of GSK-3p efficiently. It may partly protect HUVEC
from impairment which induced by FFAs.
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EERXTRRAOEREONEF RN, EH,SHEN GSK-3p ERIIMRESNNERAKRA
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MR AR ARAT, KRANA FRAREI SERAEARES TR, WHMSRESSTH
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HBER-HEENOERKEFEENEERES.
XA GSK-3B 25 7 N B 40 M i B 4, 1 1
GSK-3p HIEHKEEEENRIER. ALK E
& GSK-38 K¢ 7 HY siRNA A3, WA H M H
TS g B BR (FFA) 3% 5 F A JBF Bk 9 2 40 B
(HUVEC)GSK-3p MRk HEH, AT FREF K
SRR o

1 HHE5HE

1.1 ¥ (1)M199 335 PVDF &, Western
Brizee 3| & & B i /> F & Marker( 3 Invitrogen
2AH]) 5(2) BB B E§/EDTA s 4 It & ( X E Gibeo
A%]) ;(3) Hepes A R (XHE Merk A7) ;(4) I
RURE JR RS B B (3% E Sigma A7) ; (5) RIPA 41
HER BCA EAEEBRFNE(MMBEZRK) ;(6) R
# A GSK-3B $i{%k (2 H BD Biosciences A H]) ;(7)
RUAENBFHXNFARANE TR (E
MBHAH);(8) BRI GAPDH BiREH & ( L
BRARAR); (9) HARM YK E&8# 046
aii,

1.2 F

1.2.1 GSK-3B ##5:1 RNAI R R X HANH
BB B AT .

1.2.2 HUVEC Eft#53F HUVEC BH@EREHE
PREMB K, DA T R EEHC S B, S ITE
FHAHEERZRICELSENEARN HLE =
98% ,

1.2.3 Western %7 B[l 5F 55 40 M) RNAi 8 5% & X
HUVEC GSK-38 iKMW BAKRERIFH
%3 £ HUVEC % 1.0 x 10%/4% 8 %h 6cm 3% 3510,
(1)RNAi BRAAB A1 K/d(24 h §) FFTRE R
B RERY MOLEH 50, R BRI E 3 d 12
B R 5 (2) RNAL JRARHE + FFAs 4:1 k/d
(24 h ) HATARTERRYY , FR 5 AR 9 MOL {E 1L 50,
48 h H(HRBRYUS 24 h ) IMAFTTE FFA, 453
TR 24 48 .72.96 h REUEH., F4EA
£ BCA B ERER, EAEB 20 pg,12% SDS-
PAGE feeadk , %, In— MM —HiBE . BLKH
45 , Quantity One 3K /M7 & & KEME, 4R
HUHKERYS GAPDH EH & K EE MY
%o

1.3 Sit%¥Hdk B SPSSI3. 0 A4t 4
8RR (2 2 s) Fon, AR LER AT £ 047, P
<0.05 RREREHHEBERE L,

2 SR
2.1 MMIERRETE EFROARARBERE.
BBARRRAS . FUEFREXARSRARAL
R E T REEARIREHRETRY.

2.2 RNAi B## Xt HUVEC # GSK-3p BEH &KX
WEm (1) RELHERMT, 5 Ad-DEST 44§
H,Ad-640 4 ) GSK-3pg FiXHI B FRE(P <0.05)
(RE1);(2) A PTRAERIBT , RNAL JR A3 B R
JEARFIRSE] GSK-3B #ik R AR THUT , Wi &
Hujs 48 h 3| 96 h,Ad-640 %t GSK-3p FEHMAIKF
2 B KA, & B 1B 9 RE K, GSK-3B B R
BKF#E—H TRE(P <0.05) (LE 2); T Ad-
DEST {E Fl/G A FIR 1H] , %f GSK-38 KKK FE
%l‘lﬁ(l’ >0. 05)(JJE 3)

¥ GSK-3 B (46KD)

i —GAPDI(36KD)

B 1 RNAI &M EXERT
HUVEC GSK-3p £k W ¥

24 48 96 Bf 1) (hy
- w ” ’“ —GSK-3 B (46KD)

-—(; APDH(36KD)

B2 RNAi R HERERMT,
Ad-640 B 3 5 F [l it A] GSK-38 k%

72 96 B (h)
' B —GSK-3 B (46KD)

I «—GAPDH(36KD)
B3 Ad-DEST 3% B F GSK3B Rk M B

3 g

3.1 ABEH A GSK-3B 44 R siRNA JRAH R
P A S K 9 B2 40 AR, J0UI i SR i MOL {8
501, Michaela %" BF 5% 4§t i 3% 28 A 1 L o W AR
0.5 mmol/L FI¥EHE &8 0. 25 mmol/L 43 BI4EF F il
FREAME 48 h ERERSFAREAATHE,
ERNeAEEH 0.75 mmol/L (¥ FFA, 4T HIS,
Fil Westemn Ef 340 1 %5 41 GSK-3B RKikKV- M2



b, RATEATLEER, 557 (MOI {H 50) B 40
J5 48 h 3 144 h,Ad-640 X} GSK-3p MW HIAKF
S mHER R , B bR K, A RIBK T —
HTHY, AFRBKRIET Ad-640 %f GSK-38
BEOFAmmEEmE, mA,. SR BREREIRY
MBS T, I siRNA 858 4 GSK-38 E H R KT
AHERTREN,

3.2 GEAEE, % GSK-3p MIARA TREFHR.
WREFHT S 2 RBRR B SRR F/R%ER
FBESERA R SRR AR, R
ERHIRIT X LR M IE R, GSK-3p B—ME 1)
REA22/ P R RIS , 76 7 B 40 B B A AR
5, BB AL M SRR ARF B, BFR BR GSK-
IpEMRAT R REZEEEH, 7 PC12 4,
KB W GSK-3p 3| 4 M 4§ 7=, Mussmann
£ mARR, A GSK-3p AN B 41
BN ; [ o 6B 55 WE IR X) INS-1E 40 i i) 3
th, 7 Wnt fFS @K, EREBSF. HF Wnt
fFS MBS, CSK-3p W% 9 fIAEE 21 M2 E M B
BALTT %, LA B-catenin BAHB A AR, B
Wnt —RIMEAERERFERT . RIEMNHELR
B~ GSK-3p 45 siRNA Ry # i GSK-38,
BEEIRE B-catenin R H/K -, % HUVEC WA
RF#ERY . WEIBHMT LIES HUVEC F#T-,
BHEANERE, CSK3p BHREEHERT
HUVEC f Lok 3 m i, % 5 2 6 R 6B 75 Y
GSK-3B ¥ ¥, BE & Wk 2> p-GSK-3B ( Serd) F ik
Choi £ B CIESL A 125 uM BT B HU-

e3.

VEC J5 4 h BI] I, GSK-3p MR 1L, IR ARG 15
R, T GSK-3p 170 x4 40 M & B B Wy R 47 1
F, II,GSK3p MR T HARAERNY
W, ALK IESE, siRNA R 75 5 6B 95 10 B BT A
PR ST M40 GSK-3p 2k, i AT LA #1410
GSK-3B, HBMEF IR T ) 40 M A 1o 0, IR 38 A
B,
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