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Abstract

AIM: To construct the recombinant plasmid
pEGFP-N1-FADD with gene recombinant
technique and detect its expression in SW480 cells.

METHODS: FADD full length cDNA was ampli-
fied by RT-PCR with total RNA extracted from
human colon carcinoma SW480 cells as template,
and cloned into eukaryotic expression vector pEG-
FP-N1. Recombinant plasmid of pEGFP-N1-FADD
was identified by restriction endonuclease analy-
sis and DNA sequencing. Then the pEGFP-N1-
FADD plasmid was transfected into SW480 cells.
SWA480 cell clones with FADD over-expression was
screened by G418 selection. FADD expression was
determined by Western blot analysis.

RESULTS: The full-length human FADD ¢cDNA
was obtained and identified correct through se-
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quencing and enzyme digestion. FADD ¢cDNA
was correctly inserted into pEGFP-N1. The ex-
pression of EGFP in SW480 cells transfected with
pEGFP-N1-FADD was observed by fluorescence
microscopy. Western blotting analysis showed
that FADD expression significantly increased af-
ter pEGFP-N1-FADD transfection in SW480 cells
in comparison with that in the controls.

CONCLUSION: The eukaryotic expression vec-
tor pEGFP-N1-FADD is successfully constructed,
which can stably express FADD in SW480 cells.

Key Words: Fas associated protein with death do-
main; Eukaryotic expression; Green fluorenscent
protein; Stable transfection
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FasAHOCHET 45 #4825 [ (fas-associated protein
with death domain, FADD)J-19954F  Chinnaiyan
et al R REXUAAE R G se e, ) 247
1ET Z R 230 b i —Fh i B B 5, o
AN T A Al P )N B R
M. BB —/ NS Fashl AT 45 #3 (death
domain, DD)[FIYR 454K, T #344, JFA 4tk
e MR A, Wt P WFSIFAD DI I
S5l R SE AL TR . AT 52 T AFADD
SR M T HA% R IL B AApEGFP-N1-FADD
TR R G B A M, ML, N — 22
TARBE T HeA.

1 RRTSE

1.1 A8 A\ S50 40 g S W80 | th [ A2 157
L AR AR ST AR L% B 37°C . 50 mL/L
CO,MAi ™, H 2100 mL/LIG 4 M3 L & 100
KU/LT % 2 F150 g/LEERE ZIMRPMI 164085775
K%, 2-3 dffeil, B E AR K AN M dE AT J5 S5k
4. TRIzoliR A HInvitrogen/s @], RTIRFEH
HToYoBo/A 1], PCRIAF| £ HFermentas A 7 ;
AMV I3 5% i H Promega /s 7 ; PrimeSTAR HS
DNA G PRICEE . PRI A DIR . T4IERR. b
V> 7B DNA Marker. DNARERE FIGR 7 &
MIDNA v Bl il 71 & 1) 3 TaKaRa A v it
PN PR BORF & F1Omega/A 7; pEGFP-N1
I H Clontechy ] KA RIDHS o A£E H
TiangenA . 3t A\FADDFIActinZ 5o & Hi A4
H Santa Cruz/A 7).

12 7%

1.2.1 314h89i%3t 5 & MHEFADDEE R 741
(GenBank Number: NM_003824.2), #K#EPCR 5|4
Bk 5 U MIPrimeSTAR HS DN A i {4 EL A 4
%, FFPrimer Premiers. 02L&k A %11 7] DL
S AFADD ¢cDNA4 K5 140551, [
a3 A EUE S VAT RS 1 0 5 e 5 | NHind 11T
FEcoR 1 WilgYIAL s, 519 g 0 9g -
ARAWAFA K, JFFHIWF: F: TTTGGATCCGC
TAGCATGGACCCGTTCCTGGTGCTG; R: TTT
CTCGAGTCAGGACGCTTCGGAGGTAGA.

IIAT mL TRIzolAH), $2HUERNA. BA1 pgid
RNA MR, 4% RTIR A & U 1785 C i
330 mindk S5 cDNA. LLcDNAF=Y) A fitR, F
FIRA 514, PCRY L1651 bplt) B, BRIV
AR R25 L. THHSHCR: 94°CTALYES min
J&,94°C 30s, 64°C 30s, 72°C 30 s, fEFF30IK, FF
72°C 4 AEH10 min. HX9 uL PCR™#MI1 pLik
Wy s i, F-15 g/LER RGeS b k.

1.2.3 pEGFP-N1-FADD A4 & ik # ARG My 22 Bl
JEBE R DN AL AL I 77 & [ FAD DY 14 7 4),
R4 FoRip EGFP-N1 I HindIITIFIEcoR T #4754
WD), SRR P K IS 28044 v B (4.7 kb) AT E 1)
Jr B (651 bp). 4z Pk H 1) BERI gk g B, 1
#HpEGFP-N1-FADDJ5{% KA H &, HLDHS5a
T2 AN, FH A Kan+ LB F-HR 0 126 FH 1 v B,
/NEARIpEGFP-N1-FADDJithi, £:PCR K Hind
[IIFEcOR 1 Wil 4% 5.

1.2.4 JAzm) % & Fo Ji ko> Z 4B A pEGFP-
N1-FADDFURLZEAT I P %58, 55 GenBank/74
(NM_003824.2)iF 1 TBLASTLEXT. #4H Omega /s 7]
{14 JFORL /N B4 B ) i B P R Uk, R
BAUE: (DI, 23 R RS 541
FHEEENR20 pl, INA30 mLE A8 £ HUTELBIRR
RRFsEh, 37CRWEAG I H, &l R, 5000
ZE010 minTIE4HAT; (3)IA1 mL Solutionl/
RnaseASE R H AN, (411 mL Solution2, %%
FRA), bR 7-102%, FRBCE?2 min; (S)IIA
500 pLTvA ffiBuffer N3, I NHEif#7-100K, 3
12000 g#.0210 min; (6)¥F LiGH 2 —ANB &0
&, IANO1fHAFIETRsolution, b FAf#17-107%,
UK 9 E 10 min; (7)K FIARMAEW T42°CHh i E
5 min, FMRBOCH LM, U N 12000 25503
min; (8)FF FIEH 2 ANHT O, ANOSAFATR
FITCIK CBE, B RER|7-107K, S35 CE 2 min; (9)
¥ FRIEA W T2 400 uL Buffer BT Pl
IOmegakt 1, MR AW AR T 1HE AR
R, FEFUEN (10)441 mL Buffer HBIIAKE T
i, %0 R 10000 g 55001 min, FEEBEWG (114 1.4
mL DNA Wash Buffer Jf AE7 71, % il 10000 g
B0 1 min, FEEIEM; EE MNP, 120 =R
F13000 g##:0:3 minfl T+ LB (13)FE 75 T—
NG 20, ¥ Endtoxin Free Elution Buffer 200
UL A ZAEF, ZEF ES min, Z30H T 13000 g
£9.0 1 min, Yol HFURIDNA, J05E W 2.

1.2.5 mfeAE 3 2 S e i itk 411 ¥ SW480
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M 1 2 3 B 1 AFADDZ K ML 1 2 3 M2 2 ®m K miA%RE
cDNASZRE. M: DL2000 PEGFP-NI1-FADD A #F %L L & 7
Marker; 1-3: FADDEE[K )% ®E. M1: AFADDAR ﬂ’
e om0 Rarorn
i .. FADD, &4
1009 1000 Moker 1720 BEE g S, mg
500 750 Ok 3 MR g e ook,
MFiEcoR T). b — % Tk
250 500 BEET EA
100 250
100
160 170 180 200 210 220
GCTCAAGTTCCTATGCCTCGGGCGCGTGGGCAAGCGCAAGCTGGAGCGCGTGCAGAGCGGCCTAGAC
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' . | ”
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rl || | | (t | | | |II | |
(HAAIN u. .nn U_ AL
B 3 AFADDR{KCDNASSIEEEANEE
AR 26 FLAR P, 2 X 10741 H /AL, {40 ik ©®R
F190%-95%Rl 5. H AL A S MG PRI 2.1 AFADD cDNAX R &I 38, LB 5%
FigRdk, A mIH100 pLi) FIRBE R nglit 2 PCRAGIIY i AFADD4>KcDNA, FADD
FBIDNAFI2.5 uL Lipofectamine 2000, =iFES  FEBIPCR™ I HLIK S Rl WoK/NA651 bp/e
min. ¥ Lipofectamine™2000JE &N A FURIDNA A I PRS- (&),
) MARFA 200 pL, RERIRA], SHIFE20 min. 2.2 AR A RMPEGFP-N1-FADD#) #3E & %
J4DNA-Lipofectamine ™2000/& &7 A800 uL | & MK B HHindIITAIEcoR T WIS E,
B h, BAERAS, INE6ILRILT, 6 hF  TFEIZI4.7 kbAI6ST bpi B, S HUNATR 2
e L IR e, 37024 his (BI2). XpEGFP-NI-FADDURLIUES 7, 4R
WAL B D, B 52 4B s, 9 GenBank HL AFADD LA 7 AUAH —£(K13).
N ErGAI8(HE 1250 me/L)IKIHi T, BHATI%. 2.3 FADD#AZ &k am b . Ty i i e 52
ﬁi_a'4wkj:@ﬁkj;—ﬁ$ﬁﬁ% ?}Egﬁﬁﬁ% B pEGFP—NI FADD-}? SW480QHH@ T%F@HE%Z%QEHH@,
1.2.6 Western blot#a] FADD%»L_: AR s s iﬁﬁweswm blmm}" HEAPR BN (KS), Raese
YL 5 ; S e
pEGFP-N1-FADDHIpEGFP-N1{ 4 s, $2HUE 4R I;gFPQ;E;E?DDfﬁQHEZF;;DD%%WK%E | mzaw#
F1. _EREFLINAAS pgll (13 TSDS-PAGEHIK. = 23415, i A SWABO/FADD. Fasta % 76 1= 2 4
%% 4 (FADD):

A3 EE100 g/L, FUZKES0 g/L. fHETSVHLIK £
G, THH 100 VLYK 22 43 B I, 200 mA
THI 30 minf%#% BITHIR LT 4E R 1. 100 g/LJ
W20 35 U 12 he 4%1 1 1000 H 4 AR I 4
HLAFADDAIActin(N 2) 2 v fEPik, 4 CHREIRIT
B %1 T 3000 LI RE INAN -1 #lgG-HRP, %
IEPRFE1 h. Millipore ECLAAF 6. MG IFHAME.
$94% f5 H Quantity One &G AT AT AT IR 5
FAME 23T, FIFADD/Actin 6 BE R M 2 e
FADD# AR IEHEAT - 52 0 #T.
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$ G418 M F
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RERIARIEL, 51 SR A 5 T A e PRI Bl A,
TR A 5 ey tCHlprocaspase-955 4L T [l
F, fEApaf-1. dATPHIcytCZ 5 1, procaspase-9
H S MALTE i Caspase-9, G T
procaspase-3, ‘FE4H T,

FADDTE 41 M08 1501 52 A3 it e 4 JE
WS ATEE Y. FADDRIDDIR 56T %2
R IDDIk S & ), HDEDII AT R A B
Caspase-SHI 1A, JE&DISC. A DEDEL S, )T
PEDISCIE ik, #MHIIL FUFM TS 916 T, &
0 IE T RS, FADDYE A —FET- R A,
PRI TURE 28 R O 1Y 28 S50 Hh (R ¥R o7
O —E MR, J4h, Imai er alHINFE
WIAE N R O 2608 8 1 S AHFA D D W] BA B
R T2 9 H, XTFADDBERRAL 15Tt B
H—E M. Shimada er al""" R I, W4k
FADDH i [{ITNK /caspasel 4 (K3G AL {EALTT 5
SRS AR R EEEHL

gt 68 A (green fluorescent protein,
GFP) /220122905 A AL R ) — Tl 28 (Y14
&P GFPAY 1/, 5y 5 A H 3L A
T RCR 5 JE R, S6F 4t TG AS R SRy, T HLH A 27
YRR E, AT M8, AT LR A4t i o i
£, P IERAT GFPN B /A pEGFP-N17E/> T/
YEErh iz .

ARSI ATV FHRT-PCR 525, AEEFR 11
Silg e AN IS WASOH HZIR N A, 1i#5 > ycDNA

i T & NFADDA K (17 SR (0 % G B I EAZ R
ik JFkipEGFP-N1-FADD. il it G4184i P ik 3k
3 T 22 R IEFADDIW 41 ik S W480/FADD, 4
IRAFFEFADDX 45 iz IR he B B A 98 T4
B T SERN, SRRV YT 4 A de At TR R .
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