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BYAYE /i I = | B by S s o TEL T
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1.1.3  5l¥kit &G
SR R SRR A RS B TR 1,

% 1 qRT-PCR ETAZIRISI4
GAPDH-5 ACCCAGAAGACTGTGGATGG
GAPDH-3 TCTAGACGGCAGGTCAGGTC

Foxc2-5 GCCTAAGGACCTGGTGAAGC
Foxc2-3 TTGACGAAGCACTCGTTGAG
E-cadherin-5 TGCCCAGAAAATGAAAAAGG
E-cadherin-3 GTGTATGTGGCAATGCGTTC
N-cadherin-5 ACAGTGGCCACCTACAAAGG
N-cadherin-3 CCGAGATGGGGTTGATAATG
Fibronectin-1-5 CAGTGGGAGACCTCGAGAAG
Fibronectin-1-3 TCCCTCGGAACATCAGAAAC
Vimentin-5 GAGAACTTTGCCGTTGAAGC
Vimentin-3 GCTTCCTGTAGGTGGCAATC
Snail-5 CCTCCCTGTCAGATGAGGAC
Snail-3 CCAGGCTGAGGTATTCCTTG
Twist-5 GGAGTCCGCAGTCTTACGAG
Twist-3 TCTGGAGGACCTGGTAGAGG
Slug-5 GGGGAGAAGCCTTTTTCTTG
Slug-3 TCCTCATGTTTGTGCAGGAG

L2 W

1.2.1 Huh7 s

Huh7 % £ 32 3£ 5% 10% FBS 19 DMEM, ¢
37°C 5% CO, fHIR B T A 8555, W 100 FBS
) DMEM 6~8 mL, 6 FLAR BFLE5H 2 mL, 96 FLAk
AL 100 pL BRI A0 20 8000 R G WHEI.
1.2.2 TGF-B1 ¥4k Bl &

B TGF-R1 3K 5 pg H 50 pL 5 10 mmol Y
PRV ZE 0. 1 pg/mL. FEJH 0. 1% 1) BSA F
£ 5 pg/mL, S fa — 20" 0RAF . I R Ak AL 5 i
ERV AT,

1.2.3 TGF-Bl @AM R Huh? k4 EMT

W Ab T X 8 A K W1 B9 Huh? 48 327 T 5 1L
M, BRALEERN R LA 1< 10° A4, Horh—ALIE#
BR300 2 mL 10%FBS # DMEM }k . 55 —4L
Wi 2 mL £ 10 ng/ml TGF-g1 ) 10% FBS )
DMEM 5% » 1 H e 55 320 IR0 6 T 0
LR = 80 % B ARHEIR,

L.2.4 Ot PCR &I TGF-81 X5 4i i &
Huh? R IR0 52

Fie 1. 2. 3 Wi S A4 ie & Huh?7, 6 d
J5 Trizol F:3EHL S RNA, [ 4 5% 5 34T Real-Time
PCR, Kl 4b PEETfF EMT AH 3G R Rk 1 A2 1k .

AT 1,
1.2.5 SIS AEI AdS-EGEFP X -9 20 il 2
Huh? 47 TGF-B1 AbFEHT 5 1Y%
il 25 Huh7 S R Aol 7S FLIE R Ak b s
7%, EMT Kb P20 F1LE 5 40 i 41 o #8 in A JG i v
DMEM 15551 B AdS-EGEP, ffi Hops 82 /e &2
¥h 5SMOL 2 h J5 A S 2 mL 94 10% FBS fi
DMEM(EMT 4k B 20 F1 1F & &b B8 41 #8751 4% & A
TG REZEL SO BED L 48 b i FH 37 X 400 i A SCAG: ) e e
it Ad5-EGFP f94i i) EGFP A5 .
1.2.6  WaC4i i A H I TGF-81 X T ¥ 40 i &
Huh7 i CAR 2K F 3k 15
% 1. 2. 3 WA IHEM MR Huh? 6 d )5,
T A0 B K I TGF-B1 b BE AT 5 Huh? 3w
CAR ZIKMFRIE .,

2 ISR

2.1 TGF-B1 Xf - 4nil 22 Huh? JEZERYZ M0
L% Huh7 20 Jf 8 2 i W2, ] DLW 58 1 %
BAED 10 ng/mL TGF-B1 (15 I 0 85 T 15 5%
6 d, TGF-R1 b P A2 M55 X HRZLAH L . AR P A
DLIEN T, 3 5 SClk v i OE B 4 R EMT 2 5 T8
AR 8.

(A) IEi%?%IN%‘FE@%?& (B) 16 ng/mLTGE-B1 A5 H%576 d
1 OBEIER huh? IEZRZE AL (2005
2.2 7OLE fE PCR ERK I HE 40 f ¥k huh? 7E
TGEF-p1 Ab 5 iYL k25 4k

9 TN Huh7 40 R 2 75 k4 T EMT, Kl
T TGF-B1 4bBRF{ G EMT AL A RS20 . 1l H]
76 € 5t PCR 45 AR K I I 98 40 L A% Huh? A1
Hep3B 7 #) 8 NI BP E-cadhein (E-cad ) y N-cad-
hein (N-cad ) , vimtin, Fibronectin-1 (FN-1) , snail ,
twist sslug, foxr-2, 855 W7 CANE 2) « DAXT HE 20 1)
FikK V- NS .GAPDH JN 23K, Huh? 400
RUEELN TGFRL A 7 d ZJ5 L4 5L E
cadhein A5 B 5T B . 17 (8] 53 40 B AH SC FE H) vimen-
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tin, FN-1, snail, twist, slug, fox-2 #A W B H L
P&, UEBIFE S 10 ng/ml (1) TGF-81 Kl ny P45 h
Huh7 201 & o] LU ) & 2B EMT,
2 16
& 14}

R
S

—_
O A N O
T T T T T T

mRNA expression(qRT-

E-cad N-cad vimentin FN-1  snail  twist

slug  foxc-2
1 huh7-NC; HEM huh7-TGF-B1

Kl 2 qRT-PCR #ill Huh7 7% 10ng/mL TGE-B1 {455
WIIFREE T 3537 7 d J5 EMT ARG HEA (9725 1k
2.3 MEE AdS-EGFP Xt % 4 EMT LS i JiF98
AR Huh7 (YL S5
3 2 20 M AU I EGFP i B 7k 5 5k He 2
5MOI Ad5-EGFP %} %4 EMT LLJ5 ) Huh? 41
F M1 5MOI Ad5-EGFP X RANEE R Huh? 4 1 5 1Y
JEGeRAAL (K] 3) . 58 R W IEH Huh? 46
R ROl AL 2%, i ¥ & 4 EMT Z 5 Y
Huh7 200 5 ARG R T RS 27, 350, Ui & &
EMT 2 J5 ) Huh? 40 i 2 5 R 45 5 B 1 750 s 7
SR
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[l 4 Huh?7 %4 EMT fi/5 CAR 2K F£ E454k
3 &

TGEF-R1 52— Ff e FH A9 EMT 95 550, A SCH
10 ng/ml ) TGF-R1 X FFEE 4 i 52 Huh? #4977 d
5T . RAEEIEE A QRT-PCR 45 R IR : Tt
JEMIEZA b 3B RN KA EMT J5 AL 1)
Al EHRUER] sl Huh? 404 1 EMT,

4 it it

R T PR AG S LI R B 0] 38 T8 4 M Fn
LA T 0 P I 1 s 40 L ) B e T R L. 2B
TR LGN AdS-EGFP 1 R T B 43 il & s 3% 38
(T8 40 i &2 Huh7 fn2ead TGF-BL i % )5 &4
EMT () Huh7 2, [5] AR 5 T 26 i 7542 4 41
i = R 3 o A0 e i R R 1 CAR 244, R R
MU CAR Z KBy Fik, 450 B,
KAt EMT 2 J5 i Huh7 40 4 2% /i 52 f& CAR
(R 2238 5 % R ZEL AR Eb HE B0 S ek 20, 5 %o 7 )
Ad5 X kAt EMT Z Ja 9 Huh7 4i g 0 Jf e R 2
X RRAL 14 %0 2247, ixX Ud B ELAT T 41 S5 1 40
JH 5 Y 5 ) R R . DR R 1 A i X
o B 2 AU ELAT TR Y I A7 1

L IRB TR AE A4 LR B A AR R B R R T
AT FEAR A T RO T — A A B AR T IR 1 A
T« DR A gl — 200 B e bR 1 e A e aod A v S 1Y)
VE FH 258 -3 308 3 40, 5 S50 98 1 4 B e AR
I B R AR L R 7 S LU RS F AR . T
Do 35 AT e 2 DR 2 R A 1 58 DR T I T RS
PR R R 2 — A uf £ 5 B BE A AR 28 e T, O
SR X oo 4 ) 4 22 B T R MR Bk 3 TR
TRIT A RO MR e 2 — A g o Holod St T
— Tl A JEL
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Study on the Efficiency of 5-type Adenovirus Which Carrying a
EGFP Report System Infection with Liver Stem Cells

HU Ben, SU Hong » XU Ke, YAO Chao, HE Qian, QIAN Cheng , LLIU Li
(School of Life Sciences, Zhejiang Sci-Tech University, Hangzhou 310018, China)

Abstract; The 5-type adenovirus (Ad5-EGFP) infection efficiency in Hepatoma cell line Huh7 between
before and after happening EMT is studied by Flow cytometry and qRT-PCR. The results show that the
infection of Ad5-EGFP in normal Huh7 cells is higher than that in Huh7 cells after treated with TGF-SL1.
In addition, CAR receptor, which is the primary receptor of Ad5, is expressed in lower level after EMT

happening Huh7. It suggests that cell stem cell is harder to be infected by adenovirus, and adenovirus

should be improved better in order to be applied in clinical treatment.

Key words: 5-type adenovirus; liver stem cell; EMT; CAR receptor
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