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[ Abstract] Objective: To construct and identify overexpressing gastric cancer cell line MGC803 of
LncRNA-GHET1 and observe the expression level of LncRNA-GHETI in gastric cancer cell line
MGC803. Methods; I.ncRNA-GHET1 was amplified from human gastric cancer cell line MGC803 and
cloned into pcDNA3. 1( — )vector to construct eukaryotic expression vector pcDNA3. 1-GHETI. PcD-
NA3-GHIT1, which was constructed by liposome assay, was transfected into gastric cancer cell line
MGC803, and the cell line which stably expressing LncRNA-GHET1 were screened by G418 and veri-
fied by RT-qPCR. Results; The eukaryotic expression vector pcDNA3. 1-GHET1 was successfully con-
structed by double digestion analysis and sequencing validation. pcDNA3. 1-GHET1 was transfected
into gastric cancer cell MGC803 with transfection efficiency over 95% , and overexpressing stably-
transfected gastric cancer cell line MGC803 of LncRNA-GHET1 was successfully constructed by RT-
qPCR verification. Conclusions: The successful construction of eukaryotic expression vector pcD-
NA3. 1-GHET1 and overexpressing stably-transfected gastric cancer cell line MGC803 of LncRNA-
GHET1 could be utilized for further study in LncRNA-GHET1 gene in the development of gastric cancer.
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ma; eukaryotic expression vector
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W T thermo 23 ], DNA & B & | Ok 4 B
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% 1 LncRNA-GHET1 5| 4 /7 7
Tab.1 Primer sequence of LncRNA-GHETI
ElkZ) Fral(5'-3")
GHET1-Forward CCGCTCGAGAGCCACCGCAAGGTACCAGA
GHET1-Reward CGCGGATCCATTATGGCCATTCTTGCAGGAG

1.2.2  WEEE4 B FE KB IE peDNA3. 1-GHETI
PRI B 40 bk MGC-803 4x3L[H 41 DNA, %
i pfu B i# i PCR §°#4 LncRNA-GHETI, 4> £
1903 bp,5[# W3 1, PCR b 2544 Fsth: 98 °C
2 min,98 C 10 5,59 °C 60 5,72 °C 5 s, H & 35
fiEFR;72 C S min, PCR =2t ik 57 & 2tk )5,
PCR =15 JBURL pcDNA3. 1( — ) 33 I FR i 1 4 D)
fitf XHo | 55 BamH 1 XUEYI, W) J5 7 ) ] 1% B
FBBE IR L UK 3 E T T U0 e el e, T4 34 45 16 °C i%
B 0 B H 5 7 W R A1 DH-5 o SR FH A
BT, M T S A AN TSR LB [EAF
MR, THEFRA 37 CHEFRAIRE, U H PRI 8 vk
P , PRk SR AU D) Bk BA M 1 3 AN BRIk 2 ]
XS] I 6 0E s PR e e 35 31F 100% 1 T Y 47 KBk
It R A, SIS N 75 3R 0 E A BORL TS £k
S
1.2.3  Zuffegel) KA Ay it FHE 10%
MINGAF I 1% 1) 100 000 U/L F 452 1 100 mg/L 4
TR 1% WA AT L K% 1640 B33 58 2 15 5
BT 37 °C,5% CO, IR 55 5746 o ALES 77 B i
21 s MGC803 5 >4 2 ffi Ak 3 b K A 9 sk P Jke it 7
Al A A B, TR AR e A 1.0 x 10° A~/
L, % 2 mL/ LA 204 T 6 FLAkH, 5256434 con-
trol 4 (C 4, N T A 4L P ) |, negative control 2
[NC 21, #5423 FORL peDNA3. 1 ( -) | Jead ik
(BE Qe EALFORL pcDNA3. 1-GHETL) o KL (pg) 5
FEYLRF lipotransfection 2000 ¥ 2: 1 {4 kb9 47 5%
G FFRIERE YRR [ peDNA3. 1 ( - )-GFP Fokiiii 4
IOG] UG B BE (1) G418 Fiii% (400 mg/
L), NC 4 Fik i W] By v H. C 240
JL AR T, AT AR A 2 AR A R A bk, it
J R MR FH B AR MR B2 1Y) G418 ZiEdpd o5 .
1.2.4  Soibfe s S Y A Ak N LncRNA-GHET! 1)
FIRKF- AR 3 I RS ) MGC803 4 fitg , ¥4 iF
RNA $2 U0 & 0 il $ 3 ZH 4 i 5 RNA, Bl
FHERI P DK Y5 IE RNA S8 B HF I E RNA WK JE -5
4fi 7 (0D260/0D280 ) , % 39 % 53¢ 12 77 & 1t W A5 452
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21153 LncRNA-GHETT Y ARXS ik it
1.3 Sil2anik

Bdfi 43 MR GraphPad PrismS #1513 #r
FHERE], TR TR LIE £ AR 2% (2 £5) TR, &
HZ A AT R 7 2238, P <0.05 22 f
Geitae i S,

2 #R

2.1 it BRI AAK pcDNA3. 1-GHETI

(1)PCR §"3#¥ LncRNA-GHET1 4K J5 Y],
[F]if peDNA3. 1( - ) FOROM AV , P 22 3 g bl
HLK, S5 RN A 1, R e 1 KBy Marker, 55 2.3
VKB N ORI, 5 4 ~ 7 JKiE Ny PCR D)™
Yo (2) #0419 B 4 A% 3R GK 34K peDNAS3. 1-
GHET1 2 XUBOIS0UE , Z5 2R A& 2 o, Hoh K iE
1.2 f PR H i i BeAUA 5 427 bp R/M)—
AR B, B g A5 JBORL ; T H4H JBORL (VKB 3 .4) 22
MUY JE Al LADLEN K2y 1903 bp F1'5 427 bp K/
142 A A B, i BOR NS 3 T H R E 2 BORL g V)
JEAH VG FiT, ¢ WY 5 41 B0k A g 2, Kl S
Marker,

5427 bp

1903 bp

1000 bp

500 bp

TE 55 1 UKIE S Marker, 5 2.3 JKGH 4 BORLEEU] 47,
55 4 ~7 YKl PCR BEDI ™)
B 1 FEHFKIERM pcDNA3. 1 5
PCR 7= 4y W B 4] 4 R
Fig. 1 Restriction enzyme results of pcDNA3. 1

vector and PCR products
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LE - UKIE 1.2 D923 J5ORE, K 3 4 S B2 TORE il
VG4, 38 5 2 Marker
B2 EHAEMFKEHAK pcDNA
3. 1-GHET1 W Hg 4] & &
Fig.2 Restriction enzyme digestion results of
recombinant plasmid pcDNA3. 1-GHET1
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PLE, DLt S PRk 22 5 22 52 30 o % Y4 J5 LneRNA-
GHET1 [¥) F 3k K P W&l 5 fiow, C 4 LneRNA-
GHET! pAH% ik & 1. 03 £0. 147 (A %FF NC
2H,P >0.05) ;3 FiKZH K 990.99 +131. 36 (X T
NC 41, P <0.01) , 2 BA G & 1 20 g bk A 1 3%
ik LncRNA-GHET1 1{) & Ja 20 Jifd kR MGC803,

3 g

Bti#5 4 LncRNA FORIFFE AT, HoAE ML
WAEAWT I % BRI 58 %5 . LncRNA 1] A3 i 4 {5
SR 5 microRNA {40 51 FH LA B F
Rz - o A S 2 5 H R R A R R, Ln-
cRNA TE 8 149 % A= v B 7T 478 S S50 ik P9 o 7T
AL, o GHET1 € 2835 1E W T 4 o B0 it
WS 5 E MR, 7% pro £ mE
5 GHET1 {263k REME 1k B 4N e ik AGS Hil MKNS
(3% 5, 0Bk GHETL 9% 40 i 344 7 3% 21 40 1,
GHET1 ] i3 i3 3 hil e-Mye mRNA F e P
BN A3 5t . Liv H 251 B 5T % B LncRNA
GHET 1 ] fig i i 5 S EMT (2 1k £ 45 % 1k 40 Jfg
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Fig.3 Sequence of recombinant eukaryotic expression vector pcDNA3. 1-GHET1
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Fig.4 Gastric cancer cell line MGC803 transfected pcDNA3. 1-GHETI verification
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Fig.5 Relative expression of LncRNA-GHET] in

gastric cancer cell line MGC803 transfected
by pcDNA3. 1-GHET1
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