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#M [o) 18 B AE 2 shRNA RIEZRFIX LoVo
MR ZFNtE5E 5E 1 BOHNEI{ER

REWY B ®mY K L0
("FTT BERER BRI Bl hoty, )M 5102825 2RI TTEERER A BB Bl LRSI, TN 510515)

FE WA EE N N - SBES AT ET V (GT- V)IR/N 7 BUR ISR RNA(GShRNA) FHEFRILFURL, WFF1 T shRNA ik
JRLDUER GnT- VL F G %F LoVo 41 MBS AE . Fib LA AT R . RERE AWM. &t T # i GnT- V IEF /M4 RNA
(SIRNAEFS1, #J% shRNA Tk AR 569 N 451179 LoVo 4IML, Wit G418 Jiidk A s IR FRIA GnT-V 3D (1 41 Hu ik
I3 R FH 2 5 B L s B A B I Y. (RT-PCR) AR [ 5 EIZE(Western blot) k] ShARNA %F GnT-V JEK mRNA K 2K A T 1)
M. JHE CCK-8 BAME e TR SeRk. RMRAAIL. BiEsse. MR LRI pGPU6/GFP/Neo GnT-V
shRNA X A5 LoVo AIMIAIE . P LAKITHR . RZBRESI M52, S0 DA £ T GnT-V shRNA FRA kR, I Hi%
SR B T I GnT-V #9535, LoVo GnT-V /1564 1 LoVo GnT-V /2224 ] mRNA 7K-F KI5 82%A1 71.5%, HE
FUKERAMARIZR 50 0 68%A1 56%. LT IR B K LoVo GnT-V /1564 HEATHE—5 5206, CCK-8 BH S on, SR
PEXTIBAIAH L, LoVo GnT-V/1564 1552 B W B HHI(P< 0.001), JLLA 72 h A%; Fifl GnT-VRIAET 15 LoVo 4 ALY
FiMBE J1(1=-3.357, P<0.01), T SEHH Lovo 4l itz 88871 (1 =44.051, P<0.001); XIJE S50 45 5 b SR 6l
GnT-VRIEIEK LoVo MA@ G 1S A Matrigel I/ T 041 HiufR 285550 45 5 7%, LoVo GnT-V/1564 Fil LoVo GnT-V/NC
B 2 BB A0 0 56020 39 K (5.10 = 1.25) N A(39.55 £2.16)4, GnT-V /1564 2H%5 B 5 M4 B B8/ (1 =61.626, P<0.001). 45 RFE
B, HLJW GnT-V [ shRNA FLAZ 3K FOR AT LR B AE GnT-V IIFRIE, MmIndl Lovo 40 M (85 . TR RZ 28 A8 ),
I, % GnT-V ¥ siRNA JF 5 R RE 8 A 07 45 B A R0 AL

X#EiA GnT-V, RNAi, ZiEl, 2260

SRALS Q2 Q7. RT3

A A N IR OR 22 R 1 A LUK R ) B A
P70, BEEATHEEEHEEWEREE ALY
DI ee I R ¥ . N- & Bt 2 ) 2 W % B gV
(N-acetylglucosaminyltransferase V , GnT- V) 1t
N- LTk 28 6 2 Bl 3 7% 2 N- Bl — 1 R pl A% 0
o- HEEE L, ERCBL, 6 20450, B, 6-N- LTk
FILH AR MR AR S EEE, SRR
AP 4 O RN A RS S A 21,

RNA T4 (RNAT) 7 U1 4F 330k K 1) — I
WIOSER DR 70T B, e R A S 3 R [R5
N BEWUAE RNA(ASRNA), Bl siRNA, 4% 4L 4 41
M, fEHEFEEE D mRNA FRf#, M bh il S8
Sk Ja L UUER (PTGS). K siRNA I 6 W 1) 55 4
DNA BUE 751 50 e N JTRLEL L2 i, DNA B AE
I i N 4% % 8 shRNA, 5462245 1) siRNA B AT
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1.1 ##

LoVo AN 4 H W i 41 2 ¥k (ATCO);
pGPU6/GFP/Neo Ui g 3 A ) Bokif s
& DNA &ER Al A DO S (AL ORI 2 |
i 5 A4 % %k 7] Lipofectamine2000™, RNA 21t
ik 71| Trizol( 3% [H Invitrogen /A 7] ); DNA marker.
T4 DNA #8508 Bbs [ « BamH 1 FRIYEN UIEE(H
K Takara 23 #); RPMI1640, Opti-MEM, G418,
JBe i (5 E GIBCO ~ 7]); GnT-V 2 ¢ F T 44
HRP Frid (E- 5T i 1gG(3E [H Santa Cruz 24 w]); B
T GAPDH * 3¢ [% it 7K (Sofar Technology 23 ] );
HRP A5 ic R IgGAL R B AR A \l); PVDF
Jii(3& [ Bio-Rad A #]); ECL A2 KOG & (5 [E
PS A #]); Transwell XUZ 40 055 72 M (32 [E Corning
/~#]); Matrigel gel(32[EH B. D.A#]); RNA T/
HI (b B w4 G D) PCR 5 4
(Invitrogen 2 AL E); WP TAE i By B
] SE K.

1.2 A%

1.2.1 GnT-VsiRNA JFHI3E. #4488 siRNA %
TS, F Ambion 2 F$2fE) “siRNA Target
Finder and Design Tools”, # 4 NCBI % 4fi /&
GnT-V JEEI(NM_002410.3)cDNA, #4154} GnT-V
cDNA 1 564~ 1 584 £ B 741 21 nt [¥] RNA J1
B, LLRERRE 2 224~2 242 fi7 B HREEEF ) 19nt
) RNA R EX, % Blast Search £ & A5 GnT-V
PAAIR) N8 RN DR 0 G R PR 40 43l
: 1FE X 5 GGAAGTGCATGCAACTGTTTA 3,
1E X 5" CTCCTTTGACCCTAAGAAT 3'. 43 5 fiy
4,5 GnT-V /1564 1 GnT-V /2224. ¥ Hrd—3f
FESHTELEES, £ Blast Lbxt,  JGATAT [ P51 b ik
0% 74, AER B X CTHLF 5, FAu T
1E X 5" GTTCTCCGAACGTGTCACGT 3', 4 h
GnT-V/NC.

1.2.2  GnT-V shRNA ZAA[1I#) 2.

a. ShRNA ¥t DNA (3. AR A i
W siRNA S350, iR DNA 55 6 4, LI
J755 50 Bbs 1T BEVIAL 5. 1E SUF 41, 9 nt loop %
A, R XA, RNA BEH & LT (64
T)« BamH I BEUI AL JPHUE B ILE 1.

Table 1 Information of GnT-V shRNA sequence

Sequence information

GnT-V/1564 Sense

5" CACCGGAAGTGCATGCAACTGTTTATTCAAGAGATAAACAGTTGCATGCACTTCCTTTTTTG 3’

Antisense 3’ CCTTCACGTACGTTGACAAATAAGTTCTCTATTTGTCAACGTACGTGAAGGAAAAAACCTAG 5’

GnT-V /2224 Sense

5" CACCGCTCCTTTGACCCTAAGAATTTCAAGAGAATTCTTAGGGTCAAAGGAGTTTTTTG 3’

Antisense 3’ CGAGGAAACTGGGATTCTTAAAGTTCTCTTAAGAATCCCAGTTTCCTCAAAAAACCTAG 5’

GnT-V/NC Sense

5" CACCGTTCTCCGAACGTGTCACGTCA AGAGATTACGTGACACGTTCGGAGAATTTTTTG 3’

Antisense 3' CAAGAGGCTTGCACAGTGCAGTTCTCTAATGCACTGTGCAAGCCTCTTAAAAAACCTAG 5’

b. Ji ki pGPU6/GFP/Neo GnT- V ¥ #) & .
pGPU6/GFP/Neo JFifi, . RNA RABEIE 3TN0
U6 581, Pitkbrid A RIBE R ER. ok
Bl 2 SRR REIR K AL EE, 2 4% oligonucleotides
FRBE 1 gL, WSl A 10 x 3B K
5l MNZEE /KR 50 ul, 95C MY 3 min, K5
oM. RGN YR Bbs T A1 BamH 1
MY pGPU6/GFP/Neo SR J HLVK, I [l e 2 1
RJFoRE, A T4 DNA JEBEGHNIE K 1) shRNA it
B DNA € [ 52 % & pGPU6/GFP/Neo Jitki U6 3 5l
TJE, WERCEAAR TR, AR AT
W DHS5a, i RIBE R Ll vebe, Kay s
Ja, sl BRI A4k, 73l v 44 4 pGPU6/GFP/Neo

GnT-V/1564. pGPU6/GFP/Neo GnT-V /2224 Fil
pGPU6/GFP/Neo GnT- V/NC.

c. ik pGPU6/GFP/Neo GnT-V [ % 5. F
FHBR HIYE N VIR Bbs T A1 BamH 1 K 50k pGPU6/
GFP/Neo GnT- V XURG VI % 2 45 1 B, HLUIOW 824
NT B BE oy 1 . SEALTORIE F1I e
b A R SE R
1.2.3 AR IR 55 g,

a. AHREIR. N4 4 Mukk Lovo 7F 37°C
5% CO, &8 T, Kid8 T & 10% #4225 13 11
RPMI-1640 1, LA 2~3 K.

b. 41 ¥ g . = M Invitrogen 2 W
Lipofectamine2000™ /= & #t B 4 , H
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Lipofectamine2000™ ¥ )it #7 ‘5 A LoVo 4 fl. LoVo
SR IR o0 BRI, 0.25% R Lovo 4i
MG DR AL oK, 3% 1x109FL41 Bz
FlT 24 FUBL, 2kERRESR 24 h 2 400 (R & 2R ik 3
80%~90%, L JEEE IR, 1xPBS B &k
2, $% 500 W/ FLINA Opti-MEM. 5 T ki 5 A
0.5 g/L, FALILIRL @ IRk =1 ng @ 2 w441
. H Opti-MEM 48 ul#%i B Lipofectamine2000™
2 ul, FEHEFE Smin. FR% 2 pl F Opti-MEM
Tk R & ARB R 50 pl, =HLEFHE Smin. BA L
B ARCR AT 100 wl), =EFE 20 min.
LRI 100 i iR G, BREY. BT
37C 5% CO, MO BB FRA h 1 9% 24 h )5,
B 10% 8T A2 4 13 (1) RPMI-1640 15 7
48 h J5 & 500 mg/L G418 (K] 10% 3 4= 4 1L i
RPMI-1640 35 FRMIR%. 5 e BH P 4 i v e 4
WS, PRI R PR v B2 BT 1 40 B %

1.2.4 RT-PCR Il 5& GnT-V mRNA. ff Trizol 2
O AR KR S R BRI 4 RNA, SR AMV
WL 4 cDNA. GnT-V L5144 5 AACT-
CTTGGACCATCCTGGGTTC 3', Fiisl N
5" TTGCTGCTTTTGGGTGGGTT 3’8, ¢ I 4% 1
94°C TiAZPE 5 min, 94°CAF % 30's, 60°C iRk 30,
72°C EA 30 s, FL 36 NI S 72°C fHAE AR
10 min. ff ] B-actin YE A N &, LiE5IW N
5" GAAACTACCTTCAACTCCATC 3', Fils 19k
5" CGAGGCCAGGATGGAGCCGCC 3'. GnT-V ¥~
B4 K %k 555 bp, B-actin K4 219 bp. LA
P =) 3 wl 76 1% B vk, RAMT T
M2 | Yk 45 B, UV B R R R 4%
Image-Pro Plus 6.0 3K 1 73 #7 4% 4ty K £ {6, H
GnT-V /B-actin fXF GnT-V AR F k&,

1.2.5 Western blot f3#ll GnT-V s KA. LI
£ 1x107 NI, $EHUR &, H Bradford V05
WA, WHL 50 pg BEM, EB TKME
20 by IIANZEARR 2x EREZ MR 7 min, B
D30 Wl EAE, &A% SE SDS-PAGE 47 25
i, FHPETHER S PVDF B E, 5% 5958
37°C 4P 2 h, TBST PEfE 5 ¥k, K 5 min, )5
MZEHTAN GnT-V EH 2 wwEHUARQ © 200), BT
A GAPDH £ [ f. 3 P HA(1 ¢ 1 .000) 4°C i & i
B, VRIS 4> 50 N HRP A% 3d 19 % 1 °F IgG
(1:500). HRP i PR IgG(1 & 5000), =i
NEES) L h, PG ECL LR 2GR, I

FHOL X, R, UV R g RS
1%, Image-Pro Plus 6.0 #X 4 5r M7 £ K JE A, H
GnT-V/GAPDH 13 GnT-V [FAHX FK ik .

1.2.6  CCK-8 For Il 24 M b 58 1k . HORE 250 A 3 1)
4 B, 4> 4 LoVo GnT- V /NC 41 1 LoVo
GnT-V /1564 41, #H0 T 96 fLAR 1 (2x107 4L),
37C 5% CO, £:5%, CCK-8 y:43 M AN[A] i i) £(0 h
24h. 48 h. 72 h. 96 h)I4H TG 1, FFANETR] A5
Sy 8 AL, WIS PIALIN Ao (8, 24K
thk, JFit45 LoVo GnT-V /1564 4111 4= K 4176
2 AR K AR R (IR)=(Chf R 2 A s (8 - T- 4040
Avsso TH) HFHRZL A 4so {Ex100%.

1.2.7 SRR SREe . O A AR K A I 4
434 LoVo GnT-V/NC 411 LoVo GnT-V /1564 4,
TR 24 AL, 4 JE I RPMI1640 K537 ik
7. HU 96 FLH, Matrigel 2 50 wl/ FLAHHR, 465
P 5& 40 7 Matrigel &, 37C 10 min %[ . 10 gL
BSA (1 x PBS At )& 3 13 min )5, ®ALN
100 pl 3541 1 h, B )5 H 1xPBS #1t 2 K.
F0.25% JiE B W A6 40 L, 1 xPBS Pk % 4 g,
800 r/min &5.0 5 min YUIEANML, 5+ LG, KdifuE
BT EHEMAS 1 mmol/L. & 4bEE | mmol/L. &AL
% 0.2 mmol/L }% 5 g/L BSA ] RPMI1640 1, fi%%
MR SE S Sx10%ml. 4% 100 wl/ L0 40 i B
37CHFE 1h., BUH 96 FLER, 1xPBS ¥kt 3 X,
FLIMA 100 wl RPMI1640 1 10 wl CCK-8, 37C .
5% CO, £57% 1 h, ML A {H.

1.2.8 EIEFK:. 7F transwell /N (g AL
24 8 pm) 1 HEAT, 434 LoVo GnT- V/NC 411
LoVo GnT-V/1564 41, Rk 4 ML, HOMEA:
K mam i, HCI % RPMI1640 £ 72k o,
0.25%JBERF AL A0 L, 1xPBS YE44 Y, 800 r/min
B S min PUIEANML, 57 BWE, KAMESTH
AL 1 mmol/L, & AL E: 1 mmol/L, & 1L %L
0.2 mmol/L /% 5 g/L BSA [1J RPMI1640 ', {44
WM BE A 1x10%ml, 3% 200 wl/ b= i A 40 a8
FEREIN 500 Wl 10%:80 A4 24 1 (FF Sk #a e
T RPMI-1640 15 7%3. 37C 5% CO, K5 5% 6 h,
Wk B, MM LM B, 4%% %
P TS [ I %5 10 1 40 B 15 min,  1xPBS 5 € 3
R, BRI 5 min, Z5ER G5 3 min, 1xPBS iUt
T ANORTTR B NE R Bk, R
FMEH EE TR B, KWL EE, R
B AR 400xm 8 T, RRIKRMEE B R A
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1.2.9 KPR @A, O EAE K6 A5 I 4
474 LoVo GnT- V/NC 41 #1 LoVo GnT-V /1564 41,
B ¥ 3 AFL. % 10 mg/L Collageon IV ] 1xPBS
BB 6 FLBOI R, NI BiG. H 0.25% R T
1L4ii, 1xPBS PEik4iiE, 800 r/min &L 5 min JT
WA, W, B R TS 10%8 A2 i
JH K RPMI1640 1, 140 ik B0 1x10%ml, $%
5x107 FLEFM 0L, R5J% 3 h, U4 M 2P0 R )R
Wi AR KRS T 100 i tip Sk7E 6 FLA 1
4 JZ ERE, 37C 5% CO, 5537 36 h. 4393 T &Il
JRJ5 0hy 12h. 24 h. 36 h FEAFLEL 4 NS RLEF 4
M, WERPREEEE ), HEaaRREkmsae.
R B =[ (RGP0 40 16 J22 B 85— 5 i 7 000 4 i
JA RS/ A RPN 4 2 PR B 1% 100%.

1.2.10 4R 7855, 7 transwell /N2 (LI FL
4 8 pm) 1 HEAT, 434 LoVo GnT- V/NC 411
LoVo GnT-V/1564 41, H#ix 4 5L, HOEA:
KA 40 i, I JC i RPMI1640 1 557 i 74 .
Matrigel & 4°C & flif, R transwell F= I
50 wl, MIBZiRmA, BERHBAH, B
SEHHF Matrigel IR, 37°C 10 min Bt . T 0.25%5
A48 i, 1xPBS BE 4L, 800 r/min &5 L
5min PUEA ML, 77 B3, B4R T O &L
1 mmol/L. & AtEE 1 mmol/L. & AL4% 0.2 mmol/L
J 5 g/L BSA [f] RPMI1640 ', 4 41 fu il [
1x10%ml, 4% 200 pl/ L5 MG MIEW, T4
I 500 wl & 10% 8 A6 L3 1) RPMI-1640 #5 37
. 37°C 5% CO, ¥ig% 48 h. HUML [, JUAR#
B b S I Matrigel A0 ML, 4% %2 28 HH I [
SENE R S 40 15 min,  1xPBS 5 %% 3 ¥,
K 5 min. 455040 3 min, 1xPBS 3§ YET%,
INCH TR R N ZE o B R, R = TR
FETEE b, AR, e e [
15 400x 558 1, BRI By B Ay AL s

AN PREF 5L
1.2.11  GEvh2@orbr. seiah RI4 SPSS13.0 #k A

vt PALILBCRH « K05, 241k H 7 2 4)
Hr, B P<0.05 X E 512w X

2 & R

2.1 EHRRHIRERSR
i ki pGPU6/GFP/Neo 1 % 17 4 ith GFP [ Jk
DAL, G A 0 7 8 S AR AT O Hh (5%

. TEDCE AT NS, I G g fudh) ke
e, UHRR R EE G T 1), 43Rl 4 4 LoVo
GnT-V/1564. LoVo GnT-V /2224 F1 LoVo GnT-V/NC.

LoVo GnT-V/1564  LoVo GnT-V /2224

LoVo GnT-V/NC

Fig. 1 Fluorescent photos of stably
transfected LoVo cells (200x)

2.2 FHBREN

#AA0 A YT 1 Y 555 bp 1) GnT- V LK Fr
B, 4aimygg A—2 LoVo GnT-V/1564 fil LoVo
GnT-V /2224 441 il GnT- V 5 M 1R I LoVo
GnT- V/NC 4188 FEAIK, K%L GnT-V shRNA
7R BE B O 3 I mRNA K & (HE 2),
Western blot 45 FA1 {2 7”4 44 GnT-V shRNA # £ g
F1i) GnT-V & 13I8 (&l 3). Image-Pro Plus 6.0 &
PE93 Ht GnT- V 3£ K mRNA J7 85 (1 5 1R 38 KF
Fu A AT U85 278, LoVo GnT-V /1564 il
LoVo GnT-V /2224 #H mRNA 7K F- {412 43 51 Ay

1 2 3

e, -\

Fig. 2 Influence of GnT-V shRNA expression vectors
on GnT- VmRNA expression
The mRNA expression of GnT-V in three cell groups were evaluated by
semi-quantitative RT-PCR. As shown in the pictures, GnT- V shRNA
can reduce expression of GnT- V mRNA in LoVo GnT-V /1564 cells
and LoVo GnT-V /2224 cells, by 82% and 71.5% respectively. I1: LoVo
GnT-V/NC; 2: LoVo GnT-V/1564; 3: LoVo GnT-V/ 2224,

1 2 3

. S G\PDH

N — —— T

Fig. 3 Influence of GnT-V shRNA expression vectors

on GnT-V protein expression
The protein expression of GnT-V in three cell groups were analyzed by
immunoblotting with anti- GnT- V antibody. As illustrated in the
pictures, GnT-V shRNA can down- regulate GnT-V protein expression
of LoVo GnT-V /1564 cells and LoVo GnT-V/ 2224 cells, by 68% and
56% respectively. 1: LoVo GnT- V / NC; 2: LoVo GnT- V /2224; 3:
LoVo GnT-V/ 1564.
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82%M1 71.5%, & I BT/KF B 12 43 1) 2k 68% 11
56%, ‘5 LoVo GnT-V/NC 41AH b4 4e it 2 5 X
(P<0.01). IEFETHAFE I LoVo GnT-V /1564
HAT R P SE8.
2.3 GnT- VshRNA XJ4HREHE5ERY #2008

LI £E AN TR BF R) £5(0 he 24 hy 48 hy 72 h.
96 h)I¥] Auso (LA HIAN M AE K 2R (B 4a), HETELH
LoVo GnT-V /1564 [ 2E KK (K 4b), w0,
GnT-V shRNA *| LoVo 4f iy 34 58 5 0 5 (R $0 ) 1/
., JUBL 720 2, ST LA e it
X(P<0.001).

(2)

0 24 48 72 96
t/h
(b)

0 24 48 72 96
t/h
Fig. 4 Influence of GnT-V shRNA expression vectors
on cell proliferation

CCK-8 assay showed proliferation of LoVo GnT- V /1564 was inhibited
obviously (P <0.001), especially in 72 h. (a) Cell growth curve. The data
are represented as (v + s).e—eo: GnT- V /NC; A—a: GnT- V /1564.
(b) Growth inhibitory rate of LoVo GnT- V /1564. The data are
represented as (x + 2s).

2.4 GnT-VshRNA TZREFEME. EanEMEE
(E3:0EA )

DA Matrigel RS0 BEJR B EAT RE P 5256, 453
BRI GnT- VRIA T H 55 LoVo 4H fl 11 & Bt fie
J1(F 2, 1=-3.357, P<0.01), ifiZE&H LoVo 41
MupEtiz gk 2, Bl5, 1=44.051, P<0.001).
R S5t 7R 3R] GnT- V #£ik B % K LoVo
MR AR 6. 7). MW GnT-V %} LoVo
222 B8 I 2 M, AE transwell B IFE AL I,
F Matrigel [EHE; 3L A @ AR 22 VAT I R 8. 5K
e R IR, i GnT-V F&IEw] LLE 30 Lovo
MM 2eRe (R 2, B 8, 1=61.626, P<0.001).

LoVo GnT-V/NC

LoVo GnT-V/1564

Fig. 5 Comparison of chemotactic migration of LoVo
GnT-V/NC and LoVo GnT-V /1564
24-well microchemotactic chambers were used to examine cell
migration. 10% newborn cow serum was chosen as chemotatic factor.
Results are shown as the number of cells that had migrated through the
polycarbonate membranes by counting 5 randomly chosen HPF under
light microscopy (400 x ) for each replicate. The results showed
down-regulation of GnT- V expression can significantly inhibit

chemotactic migration of LoVo cells.

Table 2 Comparison of cell adhesion, chemotactic migration and invasive ability
of LoVo GnT-V/NC and LoVo GnT-V/1564

n LoVo GnT-V/NC  LoVo GnT-V/1564 t P values
Adhesion(A ) 24 0.164+0.015 0.177+0.014 -3.357 0.002
Chemotactic migration 20 25.65+1.39 7.25£1.25 44.051 0.000
Invasive ability 20 39.55+2.16 5.10£1.25 61.626 0.000
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LoVo GnT-V/NC

Oh 12h

LoVo GnT-V/1564

Oh 12h 24h

24h

36h

Fig. 6 Comparison of wound closure assay of LoVo GnT-V/NC and LoVo GnT-V /1564
Cells were plated onto Collageon IV coated wells, and were cultured to grow to monolayer. Linear scrape wounds were made on the cell monolayers,
and cultured in the presence of 10% newborn cow serum. The wounds were allowed to heal for 36 hours. Pictures of wound heal were taken at 0 h, 12 h,
24 h and 36 h respectively(240x). The pictures showed that down-regulation of GnT-V expression can significantly prolong wound heal time of LoVo

cell.

[ S
(=) (=
T T

Cure rate/%

393
(=
T

10 -

0 12 24 36
t/h
Fig. 7 Contrasting of wound cure rate of
LoVo GnT-V/NC to LoVo GnT-V /1564
The graph show that down-regulation of GnT- V expression can significantly
inhibit LoVo cell migration on Collageon IV. The data are represented as

(x + 2s).e—e: GnT-V/NC;A—A : GnT-V /1564.

LoVo GnT-V/NC

LoVo GnT-V/1564

Fig. 8 Contrasting of cell invasive ability of

LoVo GnT-V/NC to LoVo GnT-V /1564
24-well microchemotactic chambers and Matrigel gel were used to
examine cell invasion. The number of cells that had penetrated through
the Matrigel gel and polycarbonate membranes were determined by
counting 5 randomly chosen HPF under light microscopy(400x) for each
replicate. The results showed that penetrated LoVo GnT- V /NC cells
through the Matrigel gel and polycarbonate membranes are much more
than LoVo GnT-V/1564.

H T HE— PR GnT-V 2N 5 45 R R,
AR —S8HF 5T 22 R FH e N IE SR SCHEAZ AT IR 1)
ik, AEARWFFCH AR T —FloBr 5L R Th et
FH A, Rl RNAi $ K. RNAi $ K 2 Fire fl
Mello Z571 1998 fERIFFT 55 NN BeAT £tk 30 JT fir 44
(1), Jok Aoki ZMix Bl RNAIL FHiA HL iz F i S
RNA 5 5 3 K yC B 1) 0% = 10 £5, 2001 4
Elbashir 25 MRIRIF 5T UE S 78 7L 30 42 48 i v m DL
IR A, AT 88 S i BEL T e L 3 4 4
P FEVE L 0%, i RNAT BERAEH 18 & 1 TS
RV IEL it e 0 4 L v S 5 TR B B 1 1) R AR P
SIRNA FE A 225 i ORI #5280 A IR e S 7
A, MHEEZ TR, R AR S AR 1) siIRNA J7 2
EU AT £ T U0 e s i AT (1) Ty gt 11,

AHFTOR & H AL A R N R 31 U6 Iffig
I3 SAE B AZ AN ELAZ AN M KV HEAT BH I v Bt i i
() BA% F L 34K pGPU6/GFP/Neo, %1%} GnT-V
KA shRNA # sk A Bt DNA AHE 2, )
HhAE T 4L k% 4k pGPU6/GFP/Neo GnT-V ,
FA IR AL g 5 NN 25 3 LoVo 4 b kAT
Fik, ROUEEYL I FRS ) LoVo 41 B{E GnT-V
mRNA FVEE (50K T A 2 T, R0 4i i 4 5
SR AMEER, JULL 72 h A, HEW AT AR
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shRNAs Aiming at Glycosyltransferase Inhibit Invasive
and Proliferative Ability of LoVo Cell Line in vitro®

HE Fu-Li", MA Qiang?, ZHANG Jian"™
("Oncology Center, Zhujiang Hospital, Southern Medical University, Guangzhou 510282, China;

The Institute of Antibody Engineering, School of Biotechnology, Southern Medical University, Guangzhou 510515, China)
) 8l & 8Y

Abstract

To construct expression vectors of small hairpin RNA aimed at N-acetylglucosaminyltransferase V

(GnT- V) gene, and to investigate effects of GnT- V shRNA on proliferation, adhesion, migration and invasion of

LoVo cell line. siRNAs were designed according to the coding sequence of GnT- V gene, shRNA expression
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vectors were constructed and transfected into LoVo cell line, cell lines which stably expressed low level of GnT-V
were established by G418 screening. The mRNA and protein expression of GnT- V were measured by semi-
quantitative reverse transcription polymerase chain reaction(RT-PCR) and Western blot analysis, respectively. The
effects of pGPU6/GFP/Neo GnT-V shRNA vectors on proliferation, adhesion, migration and invasion of LoVo
cell line were evaluated by CCK-8 assay, heterogenous adhesion, wound closure assay, chemotactic migration and
cell invasive experiment, respectively. GnT- V shRNA expression plasmid was constructed successfully and
pGPU6/GFP/Neo GnT-V shRNA down-regulated expression of GnT- V dramatically in LoVo cell. Expression of
LoVo GnT-V /1564 and LoVo GnT-V /2224 dereased by 82%, 71.5% respectively at mRNA level, and 68%, 56%
respectively at protein level. The more effective interfered cell line, LoVo GnT-V /1564, was chosen to do further
experiment. CCK-8 assay showed proliferation of LoVo GnT- V /1564 was suppressed obviously, compared to
proliferation of negative control group cell (P < 0.001),especially in 72 hours; down-regulation of GnT- V
expression can enhance adhesive ability (1=-3.357, P < 0.01) and inhibit chemotactic migration (:=44.051, P <
0.001) in LoVo cell line; quantitative analysis of the wound closure assay also indicated that down-regulation of
GnT-V expression can significantly prolong wound heal hours of LoVo cell line; cell invasive experiment using
Matrigel gel showed that penetrative cell numbers of LoVo GnT- V /1564 and LoVo GnT- V/NC were 5.10+1.25
and 39.55 +2.16 respectively, penetrative cell numbers of LoVo GnT- V /1564 cell was reduced obviously,
compared to negative control group cell (¢1=61.626, P <0.001). The shRNA aimed at GnT-V gene could reduce the
expression of GnT-V both in the level of mRNA and protein. By this way, it can inhibit proliferation, migration
and invasion of LoVo cell line, so the sequence of RNA interference against GnT- V may be a valid target to treat

colorectal cancer.
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