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[ Abstract ]| Objective  To identify the core promoter region of lung cancer drug resistance-related
gene CA916798 preliminarily. Methods  The upstream sequence OH to 9H containing different fragments of
CA916798 were amplified by PCR, and then the products were cloned into pGlL3-basic plasmid. Then the
obtained plasmids were transfected into COS7 cells. Promoter activities were evaluated by luciferase test. The
possible position of core promoter was identified by endonuclease digestion, sequencing and BLAST. The bind-
ing sites of core promoter region were predicted by bioinformatics. Results — Target fragments were successfully
cloned. The relative fluorescence intensity of group 9H was significantly higher than negative group (P <
0.05). As compared with group OH to 8H, the relative fluorescence intensity were also markedly increased in

group 9H (P <0.05). 9H fragment was 568 bp, which located at 179 bp upstream of CA916798. The binding

sites for several transcriptional factors were detected in the process of function prediction. Conclusion

9H

fragment has a strong promoter activity, and the sequence is the major transcriptional locus of CA916798.
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NEB A #]) , it 4 1135 ( 3 GIBCO A 7)) , DMEM X 57 5t
(3£ HyClone 24 H]) ,0. 25% fif B i b ( Sigma A ] ) ,24 fL
MR (RET 2] L 5¢ 6 2 I M K 30 57) & ( Sigma 24 7] ) , PCR
{L(SEE ABL A F]) KR B O HL (35 E Sigma 24 7)) , BEFRIX
(Z£E Thermo Scientific A F]) o
1.2 @ik

COS7 24t Jifa D\ ¥ AUE Hh B MR PR &2 95, 15 57 T DMEM 8557
e BSR4 AT 100 U/mL FHE 2 M1 100 U/mL 455 2500
P, BF 5% CO, 37 CIEMRITFRA %, A4 0 M i 2B 11
DL TAEAR VAR I A RS 2 o
1.3 PCR¥F¥AMAK

DI B d6 241 i A549 4> DNA Sh#iAR , PCR 434 H 92 A
=1 5 000 ~ 6 000 bp Yl P9 4= 751 A Bt HRL, #5114
5'-GGCGACATTGAGTTCTTTCCGAG-3", R854 5'-GCCCTTT-
CAAGAACCCTGGACAC-3', $RJ5 5] A Kpn I (GGGGTACC) 1
Bgl Il (GAAGATCT) BiFY) v 5, 296 500 bp % 22455515 8] 45 K
BEFER B, g1 g s 3k 1, B3t 4y 9 41:0H 1H 2H,
3H 4H.5H.6H . 7H .8H 9H, PCR J% Jij 24 J9:98 °C i A5 1
5 min,98 C7A%M: 30 5,68 CiE k 180 5,72 °C #E{# 10 min, ¥ I
FESE .50 pL BV HIMA EARLH S Vem S0 T 3 TH
VK, 1% W3 NRPEEE I LUK 48 2 PCR ¥ 34 /=1, SRR A
A3 T BN AR R IR DNA. [t iatn) & A7 e b B

®1 SR
IR FFH1(5—3")
OH-1 GGGGTACCGGCGACATTGAGTTCTTTCCGAG
1H GGGGTACCCTAGAAAATCGTTGAGTTTG
2H GGGGTACCATGTTATTAGCATTGTCACC
3H GGGGTACCAACCTCCGCCTCCTGGGTTC
4H GGGGTACCCAGGTAAGAACCCTTGCTCC
5H GGGGTACCGCAGTGAGCCGAGATTGTGC
6H GGGGTACCAAAACTCAGCAGTGGAAAAG
7H GGGGTACCGGAGTATAGTGATGCGATCT
8H GGGGTACCTTCCTCGCCTTGTCCAGTCT
9H GGGGTACCGGTGAGGTCAGTGGGCCTAG
i
OH-2 GAAGATCTGCCCTTTCAAGAACCCTGGACAC

1.4 AR FAM A

XEEY] pGL3-basic F AR FI% F B [IG™ 91, KN 2R it
$30.0 pL: HAY A BEAE M 15.0 pL,Kpn 1 1.0 uL, Bgl 1T
1.0 pL,10 x Buffer 3.0 wL,H,0 20.0 wL, 16 °C i i3 7% 3%
e EHRR N 20 WL, 554y : PGL3-basic 5.0 plL, B W fr B
# 10.0 pL,T,DNA Ligase 1.0 uL, 10 x Buffer 2. 0 pL, H, 0
3.0 wlo FHESEBUBR RS
1.5 JFi#wEnfe DNA @0 5

BRI AR 2SN TE DHS o ( ETEUK B 1
EP &, pKis 30 min,42 C/KE 90 s, VKA 2 min; il A 800 L
LB 3353 ,37 °C,150 r/min $8¥%5%3% 1 h;3 000 t/min &.0, 3
FIEE 100 pL B R IRGLME LB AR EL LIRSS T
BRI 37 CHERAR h G TR ad . PRV a9 1, T &
PR AR R 37 °C 150 o/min B SRR . SR
HR BRI S AT BOR AN AR B, AR5 #E4T DNA U343
BT, DNASTAR 5 P4 Xof Rl 25 2R AT 320

1.6 & FEam

545 A HE R FORE RS e COST 4L, 4341 . 1H 2H 3H 4H,
5H.6H.7H .8H 9H AT BRZH (pGL3-basic/=5 ) , [RIFf X B2
HILA TR 5, AR E 3 MEAL, 5 Rn &Sl pGL3-basic
FRLAI N2 ok pRL/TK (82 [y 102 1, HoHr pGL3-basic i
Kt 500 ng, A2 Uk pRL/TK # 4¢ 50 ng, g 5T {4 2000 F
1wl 35557 48 h g, MR 20 2 B P A I 150 G 20K,
BEEARAS PR T 5 G5 1 o
1.7 B 53 & A Fe ) st AR

A NCBI B 22 Hh X S5 2 W aff Jr B il CA916798 J: 7
F B3 3l 3k 47 blast (http://blast. ncbi. nlm. nih. gov/) , B # 2
Bh XA CA916798 FL[H Bt Z Al B R R o R JH TRANSFAC
(http ://www. gene-regulation. com ) X & {7 [ J5 311 X 38 ¥ 3] 2
TR e ST TR 45 B A5 T
1.8 %tz

HEZEILL ¥ +5 2R ;% IBM SPSS Statistics 21. 0 43}
HAPEATEAR 3T 5 70 A T R TSR R R Oy 224007, B T 07 22
RNF%,FH G K Games-Howell #55K

2 HR

2.1 E#AKEFOH %% PCR ¥ ¥4

PEB R RN B AR X I CA916798 I Hijk 5 658 bp Ji [l
PAYTRIEF 8], 4K HRL SN 5 110 bpo 5] ARG 4
MK P F) 43 e BN T 8 AMH83E , i PCR J5#EI FL Ik 45
AT LUE 214K P8R Be HRL FG | ABEYI0 5 89 OH 74111
By, LA 1,

10 000 bp—
4000 bp—

2000 bp—

“—5110bp

1 000 bp—

500 bp—
250 bp—

5 126 bp

A ey Lk n B Mo ;1 &K HRL; B 47 369 OH 7 B
M:A7of;1.2:0H
El1 255 PCR i E4R
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2.2 BABYHER
PCR 455575 T ~9H H BRI AR LI 41 3 LI 40

R R 135 51 F 91 L 9, ILI 2.
M 1 2 3 4 5 6 7

10 000 bp—;

2 000 bp—
1 000 bp—;
500 bp—

10 000 bp—]

2 000 bp—
1 000 bp—j

500 bp—|
250 bp—|

®

A ¥ 365 ITH ~3H ¥ B M. 4745 1 pGlL3-basic T #:;2.3: 1H;

4 5.2H;6 7:3H;B; 3¢t 4H ~9H B £ ; M. 47 /£ ; 1 : pGL3-basic

B2 ~7:4 %% 4H 5H 6H.7H 8H 9H

B2 &MNFEPCRYMELER
2.3 BEgpnbEsaR
X [ B B A T B VD 4 5, DL 3 5 B R 4578 B

B0 i A B B Bk, R T 3R A R
MI1 234567 8910M

15 000 bp—

=,=!g!-.---

2500 bp~ i e, 2000 bp

1 000 bp— ! bp
p

M1:474;1 ~10. 4 %] % OH .1H 2H 3H 4H 5H 6H.7H 8H 9H;
M2 . 474
E3 BILEER

2.4 FARZEARM L

PR A 45 R WoR , £ R B s sh G A 00 0L 4,
SHMIOH X 5HMX ALK, 2R AA5RIT¥EL(P<
0.05);0H ~8H £ 415 9H A L&, Z R EE SR X
(P<0.05), H9H X A8 shif P i i P41 X, K ik, 9H R
A% SR AE X

6
5k a
4t
%
o3t
?H
# 2k ab
=
=K
Z1r
0 b.}).h.b.h.h.ql—)_.b.
OH 1H 2H 3H 4H 5H 6H 7H 8H 9H>§f2:

5
N4
&
a:P<0.05, 5 B B IAE b: P <0.05, 5 9H 4 ik4z
B4 WAREETERUER(n=3)

2.5 AL R TRl

K JII DNASTAR #RAF 4T OH 41 DX 3 45 2R, 3 3 76
NCBI %4 Ji2 s OH F BE R CA916798 HE P A B 43 5] i 47
blast( http://blast. ncbi. nlm. nih. gov/) , B i OH F Bt fif &b {51
ELOH LEXS AR UL SA . AR BAR A LE XS 25 2R i g TR
Ja sl X AT CA916798 HE[A F- B Bl 179 bp 4b, K4k 568 bp
FFF X, 4l 5B IR .

— ‘Max‘TaﬂQuery‘E o )
score | score | cover |value
u] 19, alternate assembly HuRef 822 82 95% 00 93% AC 0001511

o 19, alternate CHM1 1.1 809 809 95% 00 92% NC 0189302
u] i 19, GRCNS7.p13 Primary Assembly a9 B0 9% 00 o% Neoonies|(A)
—179bp—s
——Promoter S————  caot6798 | —

E5 9H FEIEWMER(A)MBHFRLEREE(B)
iH 13 TRANSFAC 1) AliBaba2. 1 ,P-Match ,Patch ,MatrixCatch
SETELRIR M TI0 , F2BH OH )3 3 X A3 Y A2 1 5 Z2 b At it R+
EE AL, WA 5 T Bl HIF-1 T2+ NIP % 5% 5+
SP1 L) fx NF-kB .c-Rel 4%,

3 g

AWFFE I CA916798 i+ 6 000 bp v [l 1)
LA FEFIE AT XI5, PCR AR 14 & B 114 5L A
B, RS ARSI S A TR 3R R . SE3e
T 1 R S L KRS T AR TR R B 1) s e St RBOR A
HEERRTE , FE e COST 2 3247 2¢ % 2 B IS A T
B T OH J¥ 5 X HA B4 19 )3 s s o, BUAf 2
CA916798 FEH A% Lo B FAFAE X I, 3o, &G SR
Rl LE B BEE A K, G SR )1 R B R R
PG, X AE HABIE R JE 3 7R i ik 5% s A 2
RO UHAEAZ O A 8 1 B AS [A] X Bt ] Be AT 75 45
PR IR L REVE R T B RS A s L
ER W RTE OH F Berp, v REAAAE TATA & f1 GC &%
ik, I S R AXEREFH AW EMNL G RE
AR 9.0 V5 2 i v d A X AN OB R LU 0K el
KIIFENIE T R AR 1k, — S8 504 IR | J8E 55 A
FF R T RE S OH X I 22 [AfEAE LS S 5 .

H R RT3 i Ak 2= a7 B T — @ ke (H,
A2 FH S FELARMARNLE FEREG, AN
15% 7 A7 IR YT 1 R T Bz —, I 40 i
XHAEST B 57 2 il B IR R B R 2 —,
AJ UL g T 25U A5, il PR S e BLAT AR Y
X, CA916798 K&K hy A< PR A1 2H i & B0 1 fifs 982 T 245 A
KFEH 5T B L AE S CA916798 Xif ili g6 1 Z2 24 i 2
HATEEEMA™ . BRAPIS IS B s 76 AS49 41 g
CA916798 1] i 232 5| PI3K/AKT-mTOR 3 % 14 i 42
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S A% e [ B 2 2 S R AN 1 A K L e
S ANAETE SRR At A IR A, 9 76 R A AR SR I aod
R FEAE A B Je A0 S A RAE SO A5, i PI3K/
AKT 3.2 5 A A AL AT AR A6 R e S 4
W AWFTEE LRG3 T %0 Xk, DO RE T 2 7R
WHABES SIASRIEHDCE . B IEE (5 2
PPRIAR UG B340 X M RE SRR B T IR SRR
YRR, UL WA SRR AT FE 7 12 BT PR RS SR A & B o

L b ARBE IS 5 PCR T3k  BOR i G il LA v
PG BRI T5 3 , o e Tk 245 A5G E ) CA916798
R0 R Bl F P B BEAT RE AL, I X5 %0 R 3 1 XA T
T IIREBIMBTT , S Je S P pIL] T TS B 5E 1 kA
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