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Abstract

¢ AIM:To evaluate Bcl-xL gene expression rule in human
keratocyte transferred with Lipofectamine™ ( LF)2000.

e METHODS: The transfection efficiency was examined
with RT-PCR, flow cytometry 1 day, 2, 3, 5, 10, 15 days
after transfection.

e RESULTS: Bcl-xL expression in keratocyte was observed
1 day after transfection, at the top on 3 days(48.3% ), and
declined thereafter, while on 15 days there were still a
little Bel-xL positive cells.

¢ CONCLUSION: Liposome can transfer Bcl-xL gene into
keratocyte.
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P TR Bel L5 e B R SM 55 55 N0 £ L T3 40 i, O
FX Bl I PR\ A 56 I 20 i 1) 2 35, Sk 66 TR 90 B e
BT G T ARG KO )2 (B A R R Y
1 &R Fn A&
1.1 &8 AREE R 250 ML (Hereus 23 7)) 5 9 28 4 fg A%
( Becton Dickinson 2y &) BD FACSort) ; Jii i K85 &
(HEEAY TR T s WU EcoRT, Pstl ( &l 324428 7l
FACSort) ; 1§ {4 LipofectamineTM 2000 ( Gibco/BRL 2y F] ) ;
LSRN PCR 0 & (Sigma A 7)), pSFFV.  Bdl LBk,
4K T71bp (I 45 5 ) | Bel I 5 R 15 J50RE 2% 35 4k
SFFV. neo MZ FLFEA 25 BRI 35 EcoRI, ok et
A7 5k Pstl, {57 T SFFV-LTR | 3%, =20 0ok 1Y 4k
Ja AT R A R BRI, 4 R A (R N R BR A B )5 41
SR IR L 3 ~ 5 AR IR £ IS RE o 40 FH T 52 56
1.2 & W6 FLEFFRM (S e 1 ik e o 5206 41 4L Hh il
A O s B T REARRIC ) A4 3 fL, Rl
SARER 1 x 107 ~ 1 x 10°%/L By 15 35 i 40 i, 50mL/L
CO,,37°C W E 24h, FEYLHT 1d T dy 37 3L 4o i K =
70% ~80% %1%, (2) Y% AP k537 I, H D-hanks & i
WE2 ~3 Ik . A 2. Smg/L Bel xL/20mg/L LipofectaminevrM
2000 F %5 e, 4k S5 AE 37°C, 50mL/L CO, ¥ 3%, W&
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24h, 3 £ YW, ¥ 2mL & 200mL/L JIE 4 1 35 1Y
DMEM #5532 gkt o . 59405 1,2,3,5,10,15d 4395k
H RT-PCR FN Ul M HEOE KN Bel <L FIRBOF
1.2.1 RT-PCR ¥l Bel xL.mRNA FixBIHM K Bol <L
CDNA,&i‘I‘T?U% ¥, 51,5 gtigaagegticetggeeetit’ 3
(ST HARIEFE 99-120 ); FU#F5I#:5° cagaatggact-
gaatcggagat3’ (FH24F HAYER 598-619) ; B xLE5 5774
KEN 561bp, B-actin KNSR, BEEIY.S° atcatgttt-
gagaccttcaac3’ ( AT HARE A 2158-2178) ,Tﬁ?%[ Y.
5’ ttgatettcatggtgetagga3 * (AH >4 T H Y 3 K 2845-2865)
PCR 7=¥1 K & 2k 708bp, A AL T 98 BB TR HE AL
A, PCR RNIRZR SOWL, LG 7= 1) 4ul, SEA TR
51¥14% 5pmol, 2. 5mmol/L dNTP 4pL,10 x PCR JiZ v 2%
W SmL, TagDNA G (A0 )1.5U, 7 PCR §" 144X
F(PEARNYHE, B «L K B-actin FW 5514 :94°C 45s,
55°C 40s,72°C 50s, 30 MG, 30g/L BifEBEEE L HIK
#1424 UVP GRAB-itIMAGEL # {4 % %, Gelwords ID
Adcanced V4. 01 BAAAL B8, AHXT FIK R = LK
JEAH/ NS K A,
1.2.2 iR Bel xLFRiE Y4 )5 3d, H 2. 5¢/L [
FI T A6 T 4i B, 4°C 250>, 800r/min, Smin, 1 15 W,
JH PBS 1mL B2 77 40 M0, 3150, 40 0% )% =5 x 10%/L,
1218 A 4°C ¥ VAR (2 Bl 850mL/L, VKA
30min, BET R (12h) o (2) Bel xLYs . D8 6 hRi0 f s
yetayk, BOYNM, 35 LYW, A PBS TEVE 3 Ik, EHT
H PBS ImL B 4000, i A 1 : 200 & B9/ BT A
NF-Kb mAb 20pL,4°C 55 45min, B0, 375 FR,H
PBS 73k 2 YK, BT 1mL PBS S48, IAJH 1 < 100 Fikk
Y FITC (SR EIRZIER ) brid B R Z e bk, 4°C
PFE 45min, B0, 55 LW, H PBS Rk 2 ¥k, i PBS
200 ~ 300l B TEARM, J3 B PR A P 0 . — 2R T
PUR L BL, F T 2658 B () R4 1 s — 1 AU e, H T
T rELs ST IR, e e gt AL ERERAE
TGN 45 2H Bel L3RR

Geit =M. T 280 8 N SPSS 11, 5 B4
ULELIN
2R

TEREYL 5 1d TF AR AN 3 Bel - 3¢ 325 BH AR 40 o, %% Yy
Ji1,2,3,5,10,15d RT-PCR Kl W Y6 BEE 2050 0. 14 +
0.02,0.20 £0.04,0.37 £0.07,0.30 £0.05,0.21 £0.09,
0.06 +0. 03, 40T E0E R I % G4 Je N AR R I 40
M Bel %L F2R5BAPER (% ) 73518 11.0 £2.5,26.3 0.9,
48.3£2.9,35.2+1.9,22.6+3.1,9.6 £0.8, A WLEAME
RIS 3d 5 (48.3% ) , MG B FEAR , L5 15d
BB IR Bel L FEK (9.6% )
3 iTig
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G R R S5 A 5 (0 RE S 345, AE4T US> FHOGE e
TR B B B AR T FRATTR LR 5
Yoo, S AR AT T 3L Bl L L ES ] A RS
B5 SR £ BRI T 20 B, B 9 JR S Bl I 35 PRI (%) & 38 LA
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Eiil i ESRASUR P2 N | Rt Wi 0P B Rl T I
PR PR A EEAER . RIS A ISR IR M (haze)
— A A R R A0 B, o b i 2 i Z AL HES Y LA
VIL BRIy 3 0 e I 5 - it D' [ 38 ) -5 3880376 6k Jot
I P B A R TR A SRRy T S R A T A
R —EXRR” . H A, TR LR X haze A9 24
W 3 EATRE B BOROR AR SRR KBty 55,
SR BR BAT— & 35 B T Al PR N A2 31 1 R
BEA 35 R W BOR i & Ji  BE PRSPV N —Fh 28 i)
BT PBC AR EA, RATAE 2w 7 H
FE PR 55 BH 5 i B A %) LEAGI X 2/ LR 3R ) s e B T e
AR L KPR TS Bl <L 5% YL B AP 1 37
OB SR JBERE T 200 L, W4 A N A L i 4 i v 2Rk 1K 1
AL Bel LS THOCA BT ARG M E iR,
LR K67 M R T ARG JZ AR T D' 1R A 42
PE—FBHRR

20 T 1) R AR R LA A R SRR O B
EHL, BRI R A AL T B P 2 N 2 5 T
ToHYEEE 00 B <L, pS3,ICE, Fas®, Bd xIAF N Bd-2 3
PR R — 51, X A T IR T o L Ry i
XFJR TR BE i 5 32 BHL 3 1) 200 L xfE A2 N 240 ] 0 DA
A0 40 M B, ARSI R AT U ) IE R AL T,
1 IS 0T 40 R R 38 Bel <L 3k R G e I 1 £ I O I
MM A7 e Bl xL B335, FIH RT-PCR B i 240 i
TR X Bel «L 47 5E RS I BoR AR QL5 1d I
BRI B Bel L3235 P40, B PE R AR G 3d %
i (48.3% ) , WL B AR, Fe G s 15d A1 A B A
1153835 Bel xLIEH (9.6% ) .
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