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[(WZE] B WEAREERE CDId 58 EUOEHETT ( green fluorescent protein, GFP)  FlA A& K18 75 8¢ 3k
I NI AN (PANC-1) . Jiik SRR AWM (RT-PCR) Hiky H3R1E CD1d i 25k i
TR B, HZFiER GFP 5t SR IR B iR B AR b, 1855 5 002 ORI RN 2848 TR 5 4L 293T 4 if
R EEE B3, WdE, B8, B ISR Y SR E MOT, AT A CD1d S AU Rk AL e R 93
PANC-1 4iffitk. &5M HIKEEERE BMEERERTTEWE, WHENTFERS NCBLIER CD1d LR 7
YI5E4—8. HAIRHETUR AT FAEE Y PANC-1 4T, JOGEAMET Tl iR s| KR et aroh. S5k Mo
T CD1d 5 GFP filv & 3k PS5 85 3¢ TR AR 4G G A H 9 200 .
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Experimental Research of CD1d and GFP Fusion Gene
Transfects PANC-1 Cells Mediated by Lentiviral Vector
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[ Abstract] Objective  To construct lentiviral vector of human immunogene CD1d and green fluorescent
protein (GFP) fusion gene and transfect PANC—1 cell. Methods The fragments containing all the exons of CD1d
were amplified by RT-PCR and were cloned into the lentiviral expression vectors labeled with GFP. The lentivirus
was packaged and used to transfect 293T cells together with shuttle plasmid. The supernatant of virus—producing cells
was collected, concentrated and identified, then was used to infect 293T cells. MOI was determined by preliminary
experimental, and pancreatic cancer cell lines PANC-1 mediated by human restructured gene CD1d lentiviral vector
was transfected. Results Electrophoresis showed that the sequence of the RT-PCR product was consistent with the
data of NCBI by DNA sequencing analysis. The lentivirus coud effectively transfect PANC-1 cells. Strong green
fluorescence was observed by fluorescent microscopy. Conclusion  The lentivirus vector containing CD1d-GFP
recombinant gene have been successfully constructed, and the fusion gene could effectively transfect PANC-1 cells.
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A0MI. B ANMUERE . POORAMEIAESFRIBEE,  JERPURX SRS T CD1d A SR
JE—RINRERML T MHC | 2870 7 3OS A HA BT % NKT 40, NKT 40 sk CD1d 70 F3#0% Ja A
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ol . PUREE . BURRMER, Bk, BCHE RSk
2B HGEN ARSI A B AR E CD1d LN
S tEr (GFP) R B8Rk,
PEAT N CD1d 4118 95 7 2% 1K 5% e N IR e
PANC-1 ZHffiRk, AL CD1d j6Y7 Bk bR
AR LT .

1 #MREEE

1.1 SKIewr

T SRR W H Fermenters 28 7] 5 B g HHEE
J5E DNA [8] 43 ) & W [/ TIANGEN 23w 5 Jfikr
DNA KA & B TIANGEN A5 WY Xba

I . Not I . T4 DNA Ligase. Ex Taq DNA
polymerase . pEASY-T1 simple cloning kit ; 18 955
# # 1& pCDH-CMV-MCS-EF1-copGFP. Trans109
JEEZ S ML B S5 [E GeneCopoeia 23] 5 [ i
YRRk PANC-1 14 B thRHEE L B 3l v 4 /.

1.2 RT-PCR ¥ &

3 F§ NCBI Primer—BLAST #4414 CD1d 3 [A
—%F 5140 :Forward primer 5'-CCCCTCCGCTGC-
CTCCAGAT-3"Reverse primer 5'-CAAGCACGCCAG-
GACTGCCA-3".

WA U SR TSR R AR M LR AR
M A T, IKERAPIRE S UIHL . FRiE 1
mg, W01 mL 4°CHIA K TRIzol, ¥K FWFEE, [H
AP UEAT R RNA B4, B 1 wL RNA ¥ 000 B3
99 upnL TE Hr,  SEAMOBEETHINAE & RNA ¥R
Mg, & RNA 4. 1.80 < A260/A280 < 2.00.
PCR KR 4L 50 pLE N AR R s PRl e iR
%J; FILA Taq DNA A0 1pL, FRRCHEEOR
A1 FATIIEERY RS, PRIRAAIE: 94 CARYE 45 s;
61°CiR K 45s; 72 CHEAf 45 s; L 35 MR, &%
J&i 72 CHEH 10 min.

1.3 #J# CD1d EFE# cDNA =&

o} RT-PCR a0 & 3% 55 B cDNA,
R ZR R 20 uL, 42 C/KHE 90 min, 95 °C 5 min K
TN RE SR, YIRS RN PCR 724, FEB i =9
RSN SO BT E W B 30 ng/pl, EF
20 CIRA7. pEASY-T1-CD1d F4 Gk FF R il v A2
RPN VI Xba 1 5 Not T XUEEY], %@EiiA HAYH
Bt 1924 DNA B, —B 1007 bp, 5 —F
3300 bp. 5 nLiEEPIINA Trans109 837 2541
Mo, PKIEACE 30 ming #H 90 s IFEH, VKA,

WAL BT 100 wWLAT 900 wLIf43 54 A T LB
M. PRBCRANTEV ,  ffFHEARZ So B AW v 1Y)
ST PCR P73, K. B A7 RO U %5 5 FH
YRGS B AFE TR RGE A T AW AR BR A ]
AT 537

1.4 BHERSTROFIENEE

B RORES BAF HANF X850 K A9 293T 41
M, BREEEACTTEUS , BRI 3 x 10°
AN, 5% CO,, 37 CREFEFH P E IR0 A R
AN % 1.5 mL Opti—-MEM ',  Lipofectamine 2000
fZ 1.5 mL Opti—-MEM 1, 37 CHCE 5 min; ¥45
RR AR A 3 mL A B AN FRILF, 5%1)
CO,, 37 CHE:FFFPWT; 48 h JFWUdE LiE; 4 C,
50 000 r/min #HH# B L 2 h WA R TET; BUREE L
TG 203T 1A, 2OCEMEE N ALk AU/
A OL.

1.5 EH12%F H A LR IR % 405 PANC-1

(MOI=10)

(1) 6 fLANMuEE T RN PANC-1 4fijfg, fiiH
AEHUER M DMEM 1537 3645 F 5 IR 24 b
(2) BRYL 24 h J5, POCEMBEIEE GFP F£ik; 48
h 5, 2GR MEBTFRMEL GFP £ik, Jhakertsiss
B85 (3) 96 h J5HFlh, Usin 10%FBS ) DMEM
Bigsk, N EERIFRESINER LR (9 GFP
Fik.

2 &R

2.1 BIEHHEXNFFEIE pPCOH-CMV-MCS -
EF1 — copGFP-CD1d- 18f% Z &k
% % 7 #& K pCDH-CMV-MCS -EF1 -
copGFP-CD1d AR FHART CD1d FEPI#EAT 5Tt
MFHT, 45595 GenBank H 25 H 1 CD1d JEH —
H OED .
2.2 CD1dcDNA &8
MNP SR RNA, DA 305 SR 15 1Y
cDNA JHEHIEFT RT-PCR §38, § B r=H14 5
PEEEHC LK TR P48 7 BER 1007 bp, 5 H AYEEA
FNEEMRF LE2) .
2.3 BREHEN S CD1d #1 GFP st EEE L
PANC-1 ZRAf
Fa R TR A R G I R 0 e B8 2
B¢ PANC-1 2l ,  AS[R) e Y i (8] 55t i s T
grotmn (WK 3) .
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' 1 M
» u:ﬁﬁr‘q . mm.hmmﬂwm Mmfmmm
; . 1 000 b
750 bp
mukmwﬂm mrh-’ﬁmw_ﬁh "t&.L*!-‘J sl 500 bp
ERRRTRT A 250 b
v i 5
1 CD1d EE=EHNF 2 RT-PCR %%
Fig. 1 CD1d gene cloning and sequencing Fig. 2 Result of RT-PCR

M: DNA Marker; 1: Positive cell colone.

YL 48 h

YL 72 h

6T FEIOET
5L 96 h
3 AREAE RS PANC-1 4855 e & R
Fig. 3 Fluorescent analysis of PANC-1 cells infected within different time
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CD1d 4 CD1 GBI Z A Z—, TEH R
YR, B AHMOERE . SR MT S+ Rk,
JE—RIEERMLF MHC [ 2840+ s i B A Bt
S AR R AE 2 PR RS R SR 1 1. IR
BERRZSHU X LERR IR T LL CD1d A 45 S
WS NKT 20, NKT 409 CD1d 20 F & i B
BHUMIE . bUwEE . BUREIER®D, Bk, BChE
WA E IS

A B VR A I BB R HIV-1 1R R 3k, 2
FIZBAR R 3 IR REEAA, BA I H B FE A
A, ABEATEE YL S R, o w] B e 432
YN, FEURCER, RPEESN/N, X e,
H A 5L K AT 31738 5 2 0 40 it 56 DR A K s e
PR, Sk TR T AR BE AR R
RPN, BEMERAEGRIG , E O T SRR K 1
FEPENAITOER. [FIEh T g, EH R
T 45 e PRl ——3f — AR i B 4 (0 9 AR 1 SR
(green fluorescent protein, GFP) NirEHENA, f£5
JEE X BU By TR AR T 2k 2 A Ay 5 3 o O R
F. il e b H R IR GFP R ) Rk il &
T, TCIB IR AR AR N I 2 AR B 30 1 T LT I W 45¢
2| B 5L R R IB, SRy SEIS IS R AR R Y
.

ARSI IR T CD1d JE R EA SR TR A
AR, BYHIRE PANC-1 401 48 h J5, #OGE
R Pl LR E SRS, 72h )5, JOtE M

TER O BiGaR, 96 h 5, dRLRiEfTanitg
R, PG Rl ek, RUIEREE
HA RS IR Fak. Bk, AR5 H
B PRI SR N AR RSO R N
CD1d J R Fa g % Yo R A8 40 U bk PANC-1, MR
o g R R ) L R R T BRI R A A, R B L
CD1d-NKT NAF, SEfranf g miti e fh, fps
W E AT B T A,

(&% 30k]
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