%36 K% 4N #
Vol.36 No.4

¥ XK ¥ F R
Journal of Hubei University of Technology

2021 4% 08 A
Aug.2021

[XEHS] 1003—4684(2021)04-0042-04

FaE F2 R 9 E I BGC823 4 i & 1

I o, KEN, &

(BT XFEHIRL

., BB, TE®H. ¥ #H.

R FR, #Hd KR 430068)

#, g E

[ ZE] 6. @ RERIBIOCE I H AR (BGC823) . S FE 7 1% 1A 45 1y A 88 4 U AR R A A K0
ST B E Ll . T ik B E G SO E B (GFP) K9t 3 e #Y BORL I G 5T 7K % e 75 2 e 31 1 0 40 L BGC823
A T e i R i D T O 2 00 Y P I 2 T A R B ek b T A MM SR 56 4 A B9 BGC823-FLuc 4 Y
BIAERE . A0HE A2 R BERE o Ot R BIR Y R AT . MTS B HGE TS BGC823 Ay § 5 . 4528 ik
A6 S BT AN R PH R R GA 2 99.9 00, H 2 D BE R AR DU I B 9L 15 5. MTS ¥4 M % Bk 3 w5 20
BEBH B A — B UL BN A St 2 PR R X A0 B 4 A A W R R, A58 RIS POL R B RS VO E B B L
Ve 15 9 0 T AR A S I . L AR N AR B AT T T A A A 1 S AT 5 i R A TR Y G Y

[EEiE] SEOvEEA: YOLREM; HEa
[FEH%ES] RI53 [ #ktrifEs] A

B MIE S FRAER 4, B A & B 5 i
PE Ol TS R BN A T AR AR HL R © 2 AR R AN
B gd sy T8 s mah sl Y, AW R LR A
TET A WA NI — R sk BB KOS, E 548
T T H)HE A AE T T 8 A2 W BE % 6 RO RE 19 3 72 T
AT A IR, A R UG H AR
HA AR RZEME 7€ & 5 R HUE SRR R, DL LR
i ST I N 3% 25 sl 25 W AF O S T N T A
B 240 5% A5 S

WICE W (luciferase) i R 2 AW kKt &
WU R G Z —, & luciferase L% 36 & (lucifer-
in) @RI CATP) A O, N IR, £ Mg™™ 7 1E
B & AR Wl S L A T R i Y L SO R R
FEIRE vz N TR R R A B T A M R T
UM R 25 0 1 O 8 . Bl ' 3R bR 1 A R 40 i ]
3 AR B B AR A L AT AR O AR AN
AR, Aoy o R A R T AR R IR UL R G Y
BI6R 4l 5 , I 4 i3 FH T /0N 3l 9 356 A e 45 WL %2
() C57 /NEUBE T RS MR AL B

2% {4 5¢ Ot 3 H (green fluorescent protein,
GFP) 2 =W EREN 70 7 Z B T AR iC R € 7 7
2 Y I R B R R BE AR — R {5 S OR AR
FHE R AN B R I . 2 O 2 AR 10 1 2 i
G0 Fof 5 S 00 2 ' 2R Wl RS A, A bR TG B M AT T
PRI LA A e Y M R S M R LR R

[k EHE] 2020—11—10

J1 il TRAN A . ZOLEAEN—F A k%
. 52 I3 A R T AR R R L A
& I 1A N LA AT RE 4 A= 0 1k D 3 — e 2 41
Yo, L s aE B AR AN AH SE 58 . AR 58 A0 2 4 B
PO EMELL N GFP 2 (298 6 8 1119 BGC823 4t ffd
F B B NCARIL 1 K TG AR A Bk
IO FHAE— S L 76 SE B i F A B A 1

1 EE5IE

1.1 AR R 25

S5 FE 14 440 i bR (BGC823) 1) T b 5 By A =
Boc. 40 it B 95 e 5 R i T A 8% 3% B 02 DMEE/F-12
(HyClone, USA);lipofectamine 3000 %% 4Lk 7| &
F Thermo Fisher Scientific 2y f ; PiggyBac-Du-
al-Promoter-Firefly Luciferase ( PBDP-FLUC)
L FURLA PBDP ¥ R, AScgn = 24k, RGBT E
PRk DHS s A5 A BA ] 45 5 Bl DNA /) a5 4l 2 2857
BRRAEY AFD ., BERFERM MTS A8 oK
A= 5 BD it 240 A 0 AL £ 928 B AR L Nikon
NTED . ZIREREFRIY Thermo Fisher Scientific; 7¢
JER MY (25 JE s KRB AE W) 2246
1.2 RAKIRE

M —80°C R AR IR /A T B T H i A7 7Y PB-
DP-FLuc JFURL R [ AT B . 3% BORL i 52 36 25 i 399 14
HIFRAF  AE 2= IR AR IR JE L 1 1000 B9 LS

[E—1EF] £ #1996—), L, WAL HIHE Tl RAEW LRI A B 505 [ 8 £ 9 TR
CEREMER] MR Q962—), 5, WIALER DA 1AL Tl K= HER 58 5 17 R A il 2



% 36 A% 48 I O, F R RK % EFE BGCS23 Mt Ry M 43

LB W5 55 3R 40 L i 37°C $& K 1600 r/min #E4T
FETR 15 h, TR B B R OR AR /N 48 R 3K 390 6 i
Wy F A,

1.3 {ApEiEsRfne

BGC823 i il 52 75 J5 B FRAE &% 10 Yo JIG 2R 1L /Y
DME/F12 ¥ 3% B, #& Je fif — K, Ji& B 3 1k I K
BGC823 A M I £ 0 & 24 fLAr 10° > 4 ff 55 AL . 4
MOAEIE 2R 97 Yo . S 40 M %% 5 K 3] 80 U6 22 A B, JoU A
PBDP-FLuc f1 PBDP-transposase LA 5 ¢ 1 {4l fR
P& Lip3000 Ud B 45 i 47 % Je #24F . BGC823 4 i #%
Ye 24 h 57 B B AOBE R WO R 6T AT 4R
GFP BHMER
1.4 ZHBEBY R 14 L08R B 5T PR ik

Franpa 55380 T 25 )5 .8 24 FLAR . 4 24 4L
i e 4 A BT 55 32 3K B 80 06 B, F 25 I 4 L 15 SR K
Srolie E S SR R WE 1.2, 3.4.5.6. 7. 8.
9,10 pg/mL ) DME/F12 52 4153, % 3mL; 45
24 FLARABAF RIS B R BE AR I, 43 4 S RS & R
() DME/F12 15 3% 3% Jin A X1 FL , B Fp 504 55 R Ik
JEUE 3N ALPAT AR, g 24 fLIREERE 2 CO, 4l
Mo FE 4 T IR E R E N 37°C L, COMEHE N 5%
PEAT ARG 3% . i 2 LR A HROR 2 L 2 d B 0 — IR
FRIE B LIS 4 KARBE 24 FLAR P BT AT 40 A A0 5 M1
WEE W B 2% R R Oy I AR WA i R i Wk

R H B vk 4819 BGCS23 ML [, ] DME/
F12 2R 373 (& 10% FBS) ¥ 41 i /% B2 2= 1000
A/mL, BCF¥ETOH 96 FLAR . B FLH A 100 pL
DME/F12 58485 37 3 (% 10% FBS) , F- A i B¢
JEHIAMEW 1 p L, T CO 4535460, 37°CHE
.52 COL W BEHEAT A0 MG 97 . T 40 B IS BE S5 (7 d
L) s FE B E BB N OWEE, 10 5 HUA S A i
B A R L., 4k S AE CO, 40 M85 F2 46 v, 37°C 1B
M.5% COMRBEEHITAMIE TR . FrdiMik 2 80%,
FEAS) B W AUBE T A T 4 M e 1 O, 5 E] —
LT A Y ROt IE . #HATY R IR ARIRY K
F 24 fLHR .6 FLAR. FEE] T — 25 cm? 40 1% 352 3
PEATRE IR AT T— 25 em® QM RG 2. B4
Y AE S 10° A FF e g =Sk
1.5 AN BGC823-FLuc 40 ffl 4k &

FH 20 40 A %) BGC823-FLuc B4 7 [ 41 g &
PEAT Al e A3 BIIEE BGCS23 4 i il BGC823-
FLuc 41 }fd 25 10° A>T EP &, R 40 M A 8 85 0
(800 r/min X4 min), H#EHFEFHW, A 1 mL
PBS ¥ %, B .0 (800 r/min X 4min), fill 500 pL
PBS fk ¥ EAES B R Sy 2 X 10° A/ mL, i 4
JHL 5 O S A S L R A 5 <107 A4,

G000 40 B 2 5 4l BE KT 98 Yo B Ay PR AR 4N
1.6 MTSELWEHMMAMEHSERKMLE

HUS BT JC B 96 FLAR K K 9 1 BGC823 4
L F1 BGC823-FLuc 4 Hi 3 1k 1+ 805 » #: Fh 2 W] —
e 96 fLpk (3L 3 AFATHL L BEALIN 100 pL %5
5 X 10° A /mL [ 40 i B . CO, 4 i 15 32 78 v s
37TCHEMR 5% CO, Mk BE HE AT 40 Ml 3G 5% . 5 e 96 4L
M F 35 5% B 1] 43531 R 0.24.,48.72.96 h,

Brg gl 5 2 M MTS §i B 45 JE 47 40 F 15
A MTS 20 pL, CO, 4l 5 R4 h 46 2205 F 4 h
G BT Z AR L. 7F 490 nm K AL, DLKE
I T AE AL A2 Y WO BE A R (e, TS ) T
A RE I E RO AR AT R E . AR
O\ A AR R O B E B A AR R BGC823 4 ik H
Excel £l 4 o A=K i £k .

1.7 RAEBmEEETE

20 A% AR5 3% I 5 WA 40 R A6 BB A B S A )
96 fLAR . 4L 100 ul., BGC823-FLuc 4 il %k 43 4
H5X10°,2.5X10",1.25 X 10", 6250, 3125, 1563
AR R 4 AP Tl E AL A
100 ul. PBS &b . % & 4 P76, I E
it JEC 0 1 FH 50 B 5, A RO & LI I ARE B 50
RE BN Z W) 100 ul, 8 9% 56 2 [ i W vk B
0.15 mg/mL, ¥ MW H 5 min, £ I 6 B br (LK
WAk 2¢ &

1.8 BGC823 A F1 BGC823-FLuc 4 i #9 #8 &R &
™ B 988 3L 3

BEHLIEHL 5~6 JAER R 9 K.l 3 41, "4
3 H o X e — A R T A 100 L, B R 5
X 10°4/mL B BGC823-FLuc 41 Jifl ; % %5 — 4H 2 Fs
WIS 100 pL, B R 5 X 10° 4~/mL 1Y
BGC823 2l ; X 55 — 41 # B i 13 9% 100 L PBS
GEvh . HERD T d ) He B G R R W A A Ul
B, M8 TE B PO R OEE R N R W, R A &
30 mg/mL,100 pL/H, ik 2 B A H % 3 10 min
J5 o RRTRRR B, I E AT 30 W 05 1R 1R T4l sk =4
PR B N 5 R il RO L .

2 HR

2.1 BGC823 st =M BRI

10 5 AT ] SR 2 JBCIEE I g 3K A VR RS T O 1
~10 pg/mL P47 A0 HURAE S8, 38 i R 2 2 1
T2 v R0, 4 K PN AR B I AT 400 1 i IR IR S R AR R
JEH 6 pg/mL, I 6 pg/ml VE N BEWE 25 R il
i 16 B e FE VR L



44 b I |

2021 % 4

1009e—
80
60
40

A7 G2/ %

20

K/d
Bl 1 BGC823 4w Xf A [F] e Jif M 4 23 2R Rk M it 46

2.2 WX MAEN BGC823-FLuc 40 B 4k &

Xffa 5k BGC823-FLuc 415 BGC823 41 iy it
T A A e o 8 gk ke b v 2 I ARG T & SR T
HILFL1-A+ R GFP FHYES, 5% 41 L GFP
B K 99.9 % , 36 B BGC823-Fluc B 5 [ 41 il £
L)

800+
600

400
200 ’ﬂr
%O" 12)2 12)1 12)‘5
X 96 SR B/ RLU
B2 sl IO I BGCS23-Fluc B 5 e 40 o 4l i
2.3 MTS 2 E BGC823 45 BGC823-FLuc
ciiliioke o 2
MTS #4691 BGC823 4 1 i J1{H. OD 490
R, 50T R AR L B e T 0 O 2 R ) 40 B AE
0.24.48.72.,96 3X JLA™ B i) £ WK B2 A 22 5 T 10 3%
PE(P>>0.05) , 1 B B2 5% 52 5 2% i 3 A X BGC823
20 it 1 5% LT JC R

4 - BGC823
BGC823-FLUC

A H /A

W'

—

o

0 24 48 72 96
t/h

K 3 BGCS823 #ifii 5 FLuc-BGC823 4 Jifi = K X b

2.4 WHREEKI

DL At R £ B o B A b A R 2 S AE S DL Ak b
22 i) 240 LR B 540 X 5 S R A DG 1 il e, R R 2%
FEAE A BGC823-Fluc 4 fid %k H 5 1E b 4 5¢ 5, H 4
Pl %k B FIAR X 2 AR AR SCPE S 0.9791, B 98 R
il 6 BRL 5 [ 200 M R R 3R A
2.5 BGC823-FLuc # BGC823 BRI EEHEE R

R 1T BGC823-Flue F1 BGC823 4 fif
FWE, 7 d J5E 099 O0 RERNE Y
30 mg/ml,100 pL/H,iL#R R B #H 3% 3 10 min

400000

y=5. 86352-10047
R*=0.9791

AHXS 561

0 50000
E1Y 0% Oy

B4 A6 5 40 M B A S e o 2
Ji o AE B Wi VR UG R G b R DU AR BRI & OB L .
H—4 3 HA R N 5 BGC823-Fluc, i 1 5 )
BUR R 3 H B P9 35 BE A I 21 2€ 5, nT LA i
YN AR BRAA P I iR . B 2 3 HAR LA
WS BGC823, AR kil #9802 =41 3 R KR
RN 5 PBS, A K60 51 B (2 260k

100000

i R R e e 9 T vk % GFP RO R
il f) o 4L IOk A Y 21 1 R A0 (BGC823) Hh , 283 1
WA 5 2R N R U 35 L A RO R ik Pk ok B v B L 2 K
I A MTS 52560 8 47 40 i % g %5 5 IF 22 ) A= il
2L A A AE RE L B R R 99.9 %0, 3% W Al T 4
HRIK GFP K#CE S A (FLue) [ 96 20 i R
(BGC823-FLuc) . %W g 45 4 & 19 N 9 240 il &
7R PDX A B S U5 1 i 988 40 i 3R AS Be o8 & B AR
PDX #E#Y, 75 BER PDX AR 45 4 FH L 78 B4 4
L 7 45 G O [ 0 A e R AL T O TR R T A
e 00 5 £ O T A BB B T T R
T i 200 RS TR 245 5 Bl W 3 AR A R A T i g 1Y)
AR,

X — A5 AL [ T AL A L R4S Sk 1 SR T 2 )
TE | B R SFIR T R AR T FBESE sk
S-S 6 LA 1 A ) BB A% LI XL K A TR RS
TR AR R N R E R . S @O E N A6
DEGHR I S SE A L D8O B R R L R
SEETLE 5T YL AR, 78 3 W 1k 9 1 28 i 1k T
51O O R T 3 DR R 96 T N A A
VBT Y R N (R



% 36 A% 48 I O, F R RK % EFE BGCS23 Mt Ry M 45

expressing human embryonic stem cell line:
NERCe002-A-2 [J]. Stem Cell Research, 2018, 10
(28):172-176.
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Construction of BGC82Z3 Cell Line Stably Expressing Luciferase
WANG Lin, ZHANG Ziyi ,JIN Jing, DUAN Haixiao,
WANG Runyang, HU Han, WANG Yang,LLIU Binlei
(School of Biological Engineering and Food Science, Hubei Univ. of Tech. sWuhan 430068 ,China)

Abstract; Objective: The establishment of a human gastric cancer cell line (BGC823) stably expressing lu-
ciferase will lay the foundation for the establishment of an in vivo imaging human gastric cancer xenograft
tumor model and treatment research. Methods: Plasmid containing green fluorescent protein (GFP) and
luciferase was stably transferred to gastric cancer cell BGC823 by liposome transfection. Puromycin at a
different concentration was used to select cells. Monoclonal cells were selected by the limiting dilution
method. Finally, the purity of the constructed BGC823-FLuc cells was checked by flow cytometry. The ex-
pression level of luciferase in the cells is detected with a luciferase substrate reagent. MTS compares the
proliferation of BGC823 cells before and after transformation. Results: Flow cytometry showed that the
positive rate of the monoclonal cell line reached 99.9% , and the fluorescence signal value was detected by
the multifunctional microplate reader. The MTS method detected the cell proliferation before and after the
transformation and found that the proliferation was basically the same, indicating that the addition of lucif-
erase gene did not have a significant effect on cell proliferation. The above results indicate that the con-
struction of a monoclonal gastric cancer cell line expressing luciferase and green fluorescent protein was
successful. This cell line has the advantage that it can be used in vitro and in vivo experiments, which is
convenient for subsequent tumor model research.
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