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WML DC )5, BEFR A mFasl mRNA FIH . &5  WIHT0ME T mPasL B P gt B e ik 4l ik I iE I BE A 20 3
kT DC H

KPR : Fasl; FofdE; B, M2oRali

HEESAES: Q782; Q785; Q786 SCREFRIAHG: A

Cloning and eukaryotic expression vector construction of mouse FaslL gene and its

expression in dendritic cells

WANG Yan', ZHUO Wen-lei*, WANG Chang-zheng', QIAN Gui-sheng', BI Yu-tian', WU Kui' (' Institute of Respiratory
Diseases, *Cancer Research Center, Xingiao Hospital, Third Military Medical University, Chongqing 400037, China)

Abstract; Objective To clone mouse Fasl. (mFasL) full length ¢cDNA and construct eukaryotic expres-
sion vector, and to detect its expression in dendritic cells. Methods RT-PCR and TA cloning technique were
used to clone the mFasl. full length ¢cDNA from mouse activated T lymphocytes, and then eukaryotic expression
vector pIRES2EGFP containing mFasL. ¢cDNA was constructed. The positive recombinants pIRES2EGFP-mFasL
were transfected into dendritic cells (DC), the expression of mFasl. mRNA was detected by RT-PCR and the
expression of mFasl. protein was assayed by immunofluorescence and Western blotting, Results The cloned
full reading frame of mFasL ¢cDNA was in coincidence with the sequence registered in GenBank. In the DC after
transfection of pIRES2ZEGFP-mFasL, the expressions of mFasL. mRNA and mFasL protein were detected. Con-

clusion The mFasL. ¢cDNA was cloned and constructed into the eukaryotic expression vector successfully, and

mFasL. gene could be expressed efficiently in DC transfected by pIRES2EGFP-mFasL..
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CSTBL/6 /NG 60 5L, M HfE A 4, 446 5 &k 20 ~30 g,6 ~ 8 Fi]
i , Wy PR B KA S 36 2 ) L5 pIRES2EGFP JIHL I
Clontech 2y 7] ; PCR 53T T2 1 A 28 vl s AL/ RUR 40 B
I £4H 4 3% ) 3 5 F ( romGM-CSF ) 4 @ Peprotech 43l ; 71 5.2
H (ConA) g [ Sigma 247 s/MRAE /TR -2(mll-2) 5 5 R&D 2
Al ; F R EL RT-PCR (5 £ E Toyobo 43 @] ; pMDI8T 4 {411 f
HPE P AT A B Takara 4% &) 5 B8 R (4 4 Ye 7 Lipofectamine™
2000 W H Invitrogen 2% & ; BB HEBGA 7] & W B Omega 24 7 ;
TRI reagent ] | MRC %% @) ; RPMI1640 B #7 4E { Hyclone 2%
7] 5 /) BELIAR L 40 43 BRI ) TBD 23 ) 5 S i/ L FasL — it
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=S /N Fash I eDNA (1) 5 e | JORE Ak R UA b 2 B LA od o AR A4 oo 1 ik 29

HRP $5ic s ey3 BRic iy FHi R 1gG —Hir M F1 Santa Cruz H)
P
1.2 ik
L2010 T ok O 4 B oy 4 18 B i i A BLREE, F RP-
MIL640 55 FEBE b b - LA 2000 H 190 ik 5, i S A9 400 g Hﬁ. i3
e RS 2 9K T4 40 A 4 5 1,2 000 v/ min 8520 30 min, 1
CP LA B R TR A ML 3% 2 b AR B R AN,
BES x 107 4L/ FE He B A JE A B E b MBS R 1 b s
VAT 200 R, 2 D PR 7 A T R AR U S I ) R
FLR1 mIL-2 33 25 S me/L F 20 we/L §li# 24 b 8RS 4kEE 1 &
20 pg/l mlL-2 (Y] RPMI640 s griivb 85 42,5 d s 145 %
% 500 /L AT S b R4
1.2.2 mFasl. 24 cDNA ¥y 7CfE R LRTE (LAY T itk 2 40
Hd I TRI reagent LA — A B BEICAN ML (107) £ RNA, L RNA
2 pg,eDNA G :70 T 5 min—42 C 60 min—70 C 10 min—»
7K s PCR 4788 ARl GenBank {1 mFasL JE%]( NM_010177) ,
Sl R L. 5'-CCGGAATTCATGCAGCAGCCCAT-
GAATTAC-3" (EcoR 1 )3 F iff:5'- CCGCTCGAGTTAAAGCT-
TATACAAGCCG-3'( Xho | ) A B E Ay 858 bp ( mFasl. %
TS DX 840 bp + | 4 1 i il 00 07 o, B JLAR AP 0 HE ) o R 7 25 1
$7:94 C 15 550 C 30 s —68 C 60 s, 4t 35 {5, k15
68 CHEf 5 min 52 (| R R
1.2.3  PCR f=4(1) TA vl 28 19 Bl Wi sE e b ik 0, A
BB YL H i & 47 Ak )i PCR 79, 5 pMDIST i 4§
{Atiz 4: VHCILE T, DNA 3 3 i (09 78 T T 47 3% 42 12 17 (16
16 h) SRIGHAL S K. coli DHSoo R, W [ BE 0 2t , Pk 1€ FH %
HE (O 6) MY E LS pMDIBT-mFasL. [§ik:
1.2.4 HEXEHRAMN#HE H pMDI8T-mFasl. il
pIRES2EGFP 4335l FH Sal 1 #1 BamH [ ALFEEY) , B4 mFasl H @9
FBeMZ AL pIRES2EGEP (K, §& 4: 1 Ho 7], £ T, DNA 3
R A P FATEERERMI(16 °C,16 h) ¥4k % E. coli DHSo 1§
bk, Kan HTPER S, BRPE #9407 5 55 4805 pIRES2EGFP-mFasl.
HiH STk, Sal T F1 BamH T OURG ) 958, 35 TR 1
1.2.5 /)Rl i A A 2 AR ML ( DC ) 1) 43 1 % 95 % 5
ZHOCHR 5.6 | ETT. JCHTHL CSTBL/6 /)N Bl 5¢ 8 9 L4 18
L BT T, L RPMIL640 K543 1 ml phyk i, 4175 4 40
HL L, 2 000 r/min B0 10 min, Ff [ , T8 T RPMI1640 L
Fe3t AT 40 BB 40 M 020 5 75 0 DA F  emGM-
CSF) LT Hy 20 ng/ml, HELEEE3E 10 d J5 04k 40 B, R X
AT (FACS) %558 DC 55 PE R M4 T CDlle k)5, AT
Tk,
1.2.6 mFasl. KX 5 ijx pIRES2EGFP-mFasl. ¥ £ Jifi ¥7 5
||pufuldnnm- 2000 i 1 pe: 3 pl G+ 50 wl B 38 5, % iR
30 min JE AL BRE G H), IMAREFRLE 6 FLE PR DC &
RS R 24 b 5 ATAREGROF A G418 % 200 pg/ml 48 h |7
HEATRA B 2558 (mFasL £]) - LAACHE s JFRE ( Control A #1) Rl

Yeos (TR ( Control B 41) 19 DC KR B8 B41 S A FEA (n =
5)
1.2.7 RT-PCR /“'E\Z mFasl. GAPDH 2 &} PCR 5|4 . mFasl.

(446 bp): Fiff: 5'-GGGCTCCTCCAGGGTCAGTTTT-3", F i
S'-'l‘(,‘(,A(_,A(.AIl,A{,A(,(,(,)I'I‘L(,:\T:\-3’ GAPDH( 311 bp): I
if:  5'-CCTCTGGAAAGCTGTGGCG-3', | iff: 5'-GGTG-
GAAGAGTGGGAGTTG-3', H] TRI reagent L) — 45 ¥: $ i 4% 41

DCC107) 84 RNA J RNA 2 g A7 eDNA 5% .70 C 5 min—
42 C 60 min—70 C 10 min—pK [ ; PCR §" 8% . mFasL( 33 {§#)
1 GAPDH (27 JGFR) :94 C HiEH#E 90 594 C 15 555 C 30 s
468 C 60 s 68 CHEMfIS min; PCR F=4H 1 1. 5% BilGBhSEIE
HLPk 1~ 1.5 h 5, (B30, GAPDH iy 4 2 BG40 0 B
8T, LAFR AT O %5 1 i ( relative optical density, ROD) 4 /R
mFasl. mRNA # %} & Lt
1.2.8  fpddad AN IS 75% L[S SE 15 min,
Gk AT AT CE R L T ) 5 20 ming S B
FasL HiA (1:100) 37 CHET | hyey3 bRic B9 EPLi 9137 C
BEFF 0.5 h, =K Fe g i a , 50% B HE SR ol HE it B L ok
RTINS PR M A (0
1.2.9  Western blot 1 TRI reagent £ 2% 21 40 it 85 1 )5
WU [ 20 g B 10% SDS-PAGE 1 ik 4185 F-tu 4% B 28 11
B PVDF ., 5% 1% A5 W5 %y 35 H1, o -hL. R4 /s Bl Fasl.
(1:500) ok it /v BL GAPDH (1:500) 14 °C 4% 28 i . — it
CHRP fRICHEHLR 1gG) SSiBFTT 1 h DAB et 4l i
ARAly LA GAPDH hy P 2 B 47 5 B 20 07, FHL AL X Ot o 1
( ROD)E # R 8 2L AR AT i
1.3 it o471
B UL v =5 FRom, RHIGEi R SPSS 10,0 475K 3 5 %
il

2 HR

2.1 mFasl. cDNA RT-PCR F4p89 % %
ik RT-PCR MGG 00 /0 BU T B8 4400 A vl 7 1 o (G 5 o
858 bp (1) DNA KB [l ECHIET
2.2 pIRES2EGFP-mFasl. & 40 Jf 42 4 # % &
pIRES2ZEGFP-mFasl. i 2] ik Sal 1 F1 BamH 1 ALE] IS,
1% B HEHESE L Uk 45 AP 1 Firs AT L 5.2 kb Jy B (2
H—_ pIRES2EGFP) 1876 bp H Bt (mFasl. 247 ) ,#&/5 mFasl cD-
NA FEEaliIh #4 it 2 pIRES2EGFP [RR e, )45 B 7 mPasl.
eDNA 415 GenBank t) mFasL (5 ( NM_010177) 521555
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12454t 2, pIRES2EGFP-mFasl
E 1 pIRES2ZEGFP-mFasL R #§ 1) 4 F Bk E

2.3 pIRES2EGFP-mFasl. &40/ #2 5h it % 5E

FACS KEil 28] 505 10 KERFRAA 4215 CDIe (DC 5 5%
R4 1) BE AR O 82, 78% R K B KCH BEAN M 41k h
DC. &3y pIRES2EGFP-mFasL JFRLIT 4% /0 0 6 F a4 i
I A (4 00 i 5 (o



30 EH I R 5§29 %
2.3.1 mFasl. mRNA #jk PCR H 3k 11 1# 2 A 75 : 2 41 AE
| 2 3

311 bp 40 % B 09 GAPDH 2 B8 247 HLJC B 5 2% 51
control A £ fil control B 2% 4 Il 446 bp mFasL 1" 14 /=4 &5
HROD {EAH Y T35 500, $88 AL FE i DC F%L iy ks DC A
#2315 mFasL. mRNA . mFasL 4] 0] WLW] i (1) 446 bp mFasl. 4714 =
sk H ROD (H % & 5 T Control A ZH 1 Control B 2 (P <
0.01), 3 5 ¥ Ut pIRES2EGFP-mFasl. |5, DC fiE # ik mPasl
mRNA, L |

60 bp »
500 hp —
400 bp—
300 bp—
200 bp—
100 bp >

«—mFasL(446 bp)
«GAPDH(311 bp)

1. #::48: 2: Control A 3; Control B 4; mFasl,
E 2 pIRES2ZEGFP-mFasL. [ Hi# L 3F DC & iEX mFas. mRNA
B &0 ( RT-PCR)

2.3.2 mFasL B FEE(ED) g o ek B e |, Control
A ZH I Control B #2074 WL a6, mFasL 20 Q& 3 Brzs, o L4
MEELT (008 3%, FE A TANMUE AN AR . mFasl g 3% 0] 2L
20 MR S B2 L BN, J 8 R RE Dy S i 9 e e (5 BT B B FH
. Western blot Z5 U 4 FrR, #4117 37 x 10" 4t 5 i BB
W0 GAPDH P4 2 BE R £ B3 HJEHA I 22 3. control A £ 1
control B 2 % 4 I 40 x 10° mFasl. & (1 %47, H ROD #f 4 F
PVDF B35 BHE . mFasl 2 o] W W] ) 40 x 107 mFasl. 2K [ 4%
M, H ROD {f 5 % 5 T control A ZH il control B #1( P <0.01) , 3%
T pIRES2EGFP-mFasL 5, DC fig ik mFasL [

F 1 pIRES2ZEGFP-mFasL i % # 3 DC F*iX mFasL. mRNA

MEAMOFEM(n =5 x+5)

#i5 mRNA (¥ FH AT T
Control A £ 0.014 +0.005

protein {4 FH
0.016 £0.004

Control B 4 0.011 £0.004 0.013 £0.005

1. 468 +0,056" 0.317 0. 063"

mkasl. £

a: P<0.01, 5 Control A #8k3%; b: P<0.01, %5 Control B #8 k4%

E3 pIRES2EGFP-mFasL [RfidE 3t DC ik mFasl. EE K #
Mo (%94 x200)

«—mPFasL(40x10")

«—GAPDH(37x10")

1. Control A; 2: Control B; 3: mFasL
B4 pIRES2ZEGFP-mFasL REIFE# 3 DC Fik FasL EE MR
lig] ( Western blot)
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Fas/FasL {5 5 & 18/ 5 0 40 M0 08 T AE AR e 44
PR T g Rl bl G T AR FasL KK
S G R B AR R A OGN B B Rt
s R 55 . 22 b IR0 400 i 3 o 5K FasL, 2L
fa G 32 A ML T, DA 0K OB Y B SR R R AT AE
ZYPELTBEARME T, FasL 4235 W]t 1 &) sl IR I E H 6 1k
AR 0T BEE AL 0 A EE T ob 40 PRV T S L 240 4
¥ —J5 1, FasL () A 0] LUl Fas/FasL {5 52/
S 00 AT L A0 B R T, o e R B G A S SRR
AT T A7 B 40 G 0 RO R R E SF . BT
Fas/FasL 175 (1) 40 i 08 T 1% & e A2 it 52 946, B
FasL & {& 1) DC 1y F 400 i) B8 4l 4 S0 2 1k e sl
27 25 R NEPE RAE FIRTT B B RSB m F R H E
Bk Az P FE

Fas/FasL 41 59 T 20 g 08 1= J2 B i 4 35 0 A B
PR G SEE f 52 (S0 R A2 ) (4 S SEAIL . T 200 B A i
RAEFHEA EAFRIKRR HFIR DG Fas HEMFE G
0] Fik KAt Fas, 5 Tiliid Fas/ FasL g
A E AL AT LI G N B KT FLAE RS T 4
MO 37 . Zhang %7 o FasL Kt K 5% Y b itk 5 40 i
(antigen presenting cell, APC) , & B{ ik FasL (1 [q] fp
APC BESEIF S [R] PP 54 5 0 T 4 R v L A
XAl RE A B T 40 M S i 2 Pl Z —. Min
AEVRRSE AR, FasL S5 Ui DC B8 8 A 40 8] Fp R
£ TR B A0 2, BT S5 BRI A %o () Ao 0 D 1) 4P B 1o
P ¥ FasL # it DC A2 8 I8 18 fg kAT S or
Lo R A, R ASRESE B HEF SO A HRE
BERSBHYOFED. 82, R EMY,
FasL SR () DC B LAt APC AT G FLAT i & 9%
i 2 14 1

(F 8 A AE R 5 fihsd SR S, T 9b 8 2 A i ot et
I A1) ) 38 e RS T A2, AS 23 5 BOPL IR R S TR A
0BT Ak, T A A S . PRt SR A2 S T
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AEAE I Wy (1) 2 0 R TR BEAE . 0K FasL Bt (R §%
He DC, i o R SO0 B PR EE e T 40 i o
T, A=A e i 52 , o] B IR B PG e ma i) H 1Y . sl
mFasL A< HE P M FL v fE & LR ks ik b BE N
ATt — P WFFE FasL SR BH G X R/ IT R HLA

AWFFE AR FA T RT-PCR 2 TS B9 /N U T jbk
EL40 b 18 Y mFasl, A< Gl i TA vl o8
HAVERE SR T A, f145 pIRES2EGFP FLA%Z K ik 4,
(KA RE R pIRES2EGKFP-FasL,, A4l mFasL 14 414
HHRE, Fe A 145 % pIRES2EGFP-mFasl. #% 4t DC, %5 RT-
PCR i 9 LA B Western blot £ 4 B, %% 4% 5 1)
DC fiE % 15 mFasl, 1 mRNA Fi & (. (H &, &% i
mFasL Ji7 () DC fi§ & i 2f 175 5 S ie it 32, 3697 sl P
NAAEERG A Rr kA TatE— A 9% .
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