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ABSTRACT Objective: To investigate the biological effect and mechanism of homeobox D9 (HOXD9) in H3255 and H2170 lung
cancer cell lines. Methods: H3255 and H2170 lung cancer cell lines with HOXD9 stable overexpression were constructed. Effect of
HOXD9 on lung cancer cell proliferation was detected by CCK-8, colony formation assay and tumor xenograft experiments. Effect of
HOXD9 on lung cancer cell migration and invasion was detected by transwell and matrigel assay. Effect of HOXD9 on lung cancer cell
DNA damage was detected by comet assay and yH2AX immunofluorescence staining. Effect of HOXD9 on lung cancer cell apoptosis
was detected by flow cytometry. The mechanism of HOXD?9 in lung cancer was investigated by qRT-PCR, western blot, luciferase, ChIP
and rescue assay. Results: CCK-8, colony formation assay and tumor xenograft experiments showed that HOXD9 promoted the
proliferation of lung cancer cells. Transwell assay showed that HOXD9 promoted the migration of lung cancer cells. Matrigel assay
showed that HOXD9 promoted the invasion of lung cancer cells. Comet assay and yH2AX immunofluorescence staining showed
HOXD?9 inhibited DNA damage of lung cancer cells. Flow cytometry showed HOXD9 inhibited the apoptosis of lung cancer cells.
HOXD9 up-regulated proliferating cell nuclear antigen (PCNA) expression level in lung cancer cells through transcription regulation.
Conclusion: HOXD9 promoted the proliferation, migration and invasion while inhibited DNA damage and apoptosis of lung cancer cells
by inducing PCNA transcription.
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Wt i D BOR AL, SR T RERTR YT AR B A X

ARG RERG R F HEUE M & DNA &5 7 TH &
PETEEMIER, REE R & —B il 183 METTIRALAL
= EERSF 51, RN EYR £ (Homeobox ), 12551 4ifith 1) [R5 5
R (Homeo Z5A53K ) DIRFA By " 18TE - #% M - 185 " 45414
(HTH 2544 ) PHEU IR JE PR 30T , IRl L R Ay e e

HOX F %4145 HOXA HOXB . HOXC HOXD [y~ 3t
e, SR T[] JR & D9(HOXDY )& HOXD FE R 1 i i
TH 352 AR LT YR 293117, HOXDY A fi i Hif
Jiz B Hr B ) R U O T I AT L A S A 0 R R R
TER, A, HOXDY i i) £ 25 5 i 75 S 55 2
OB I & A AT WK : HOXDY 7E i 281 =
KM, H HOXDY w3k il i 2 Tilfm 3 251, $2 7% HOXD9 5%
5 itideE 0 & B ARG (0 H A A DF5E B i HOXD9 X+
i 2 PR P A= 2 VR

A SCE AR H3255 H2170 it 40 g v ik 26 35 HOXD9 f
UL fi g 20 M %) 2R 2 E . e, 38 & 3L T HOXDO 38 i
G SRR AR FH B2 185 40 I B (proliferating cell nuclear
antigen, PCNA) 3R ik , #5787 HOXDO i i Jifidie & 2E & R 1)
Bl

| AR T i

L1 ##

A549 H3255 H2170 LK2 fifi % 4 il &2 BEAS-2B 3¢ A 4%
R Ania e A R S AN, HEK-293T it phy b ifg i i
SRR i SR R S A DG BE I [ K i S g = ARt L SEAR L
IRAILHE - 5L HOXDY HifA (20560-1-AP, Proteintech /A ) , 35 [ ) |
Pt PCNA Hif4&(#13310, Cell Signaling Technology 2\ ), ZE[H ) .
i tubulin $7 14 (#2146, Cell Signaling Technology /A &) , & [H )
ML yH2AX Fiik (#7631, Cell Signaling Technology /3 7] , &
). Se8e ] PCNA #ili#i51] PCNA-IL T Selleck ()2
a], Trizol {571 T Takara( H 4% )/ 5], transwell /NE LRI
WgF Corning( 3£ EH )/Aw], [ B4 2R E H G(1gG) W F Cell
Signaling Technology (&) 2 H],37%%) H B WA T Sig-
ma-Aldrich (EE) 2w, AR & a4 3 % sl ) &
(Takara, HA) £ B S0 ) 5 (#ab238544, Abcam, 32 [F ) 4
A T AR B (#556547 ,BD, 5[ ) | ¢t 2 A SR 45 L A
R BRI & (#E1910, Promega, 3£ [E ) & SimpleChIP i {iE
ChIP 271 £ (#9003, CST, K[ ) . MR 4 CRLOHLIAT
7%= Eppendorf A v, CO, [HIRAMMIIEFRAH . T2
PCR {301y F 3¢ [E Thermo 2w, KV Ha WA T 15 5 59 S 042
FBRA T, BP0 T3¢ BAM A R, 56 WA T H A8
BT, Tt {Un 25 E BD A %], PCRAY fh2= k6L,
e ENITE (western blot) ik A | LR (S \DNA Hi kAU F 35 [
AR

1.2 ik

1.2.1 Kaplan-Meier plotter #{#FE %7  Kaplan-Meier plotter
Bl P45 R T GEO .EGA il TCGA %48 FERY#HE, W43
BT 14912 flFREREAS T 54 k SRR FRIAE DL, Hrh 4T 3452
BIEEREA, FAT1734 T Kaplan-Meier Plotter {4 /22 2 5
N "205604_s_at" f%HE, LA HOXDO K ik s B0k ks
Jiliges f 4y B T HOXD9 =31k K HOXD ik &iA 41, 2l T
AN F RIS B/ IN s 2 3 B A AR I 2, I e s BB A7
1] (Overall survival, OS ) F1 JC #f & 4= 77 ] ( Progression free sur-
vival, PFS),

122 EMRAEEREEERN (gRT-PCR)  fii ] Trizol
TR S IR A RNA 3 % i 3R] &t RINA 3 4 5t
4 cDNA, Fifif5if47 qRT-PCR JZ [ o 4544 : 95 “CHiA M
10 min, 95 CA&: 30 s,iE k 55 C 305,72 C 60 s, 2 Jif 40 >
PEFR,72 CHEJE 5 min, SCERPTASIHFFN ISR 1 R,

% 1 qRT-PCR SLIE3 |15 51
Table 1 Sequences of primers used for qRT-PCR assay

Primer name Sequence( 5'to 3')

HOXD9-F GCAGCAACTTGACCCAAACAA
HOXD9-R CCAGCTCAAGCGTCTGGTAT
PCNA-F CCGGTTACTGAGGGCGAGAA
PCNA-R GACCGGCTGAGACTTGCGTA
GAPDH-F GCACCGTCAAGGCTGAGAAC
GAPDH-R TGGTGAAGACGCCAGTGGA

1.2.3 Western blot SE3& 8 RIPA Z4#7% Z44# 40 2 30 min
JF7E 4 °C 15,000 rpm £5 4 F #5015 min EE A FIEWR.
BCA EE WL . A LR, T 99 C 244 T m#i
10 min {H 8 1AM, BB, FEFLIIA 20 ng FEFRE S fH R
110 V BIKZY 1.5 h, BEER T4y B B AR TR R 80 V 444 T
FENE DR ) PYDF 55 1o (EH 5 Y%Bilg2F 0 a iR B A
PVDF J& 1 h,, fifi [ —Hi#i B 4% 1:1000 F B s prfz bofa, ot
F 4 ‘CiFE PVDF il , PBS V& Uk 3 G MA i, =
H 1h,PBS UL 3 e B Ie U T HETIE, irsi R .
124 RAREBRESHFLMEBEHEME LI pCMVPuro05 Hyzk ik
Fa3t HOXDY s 223k Ko BRTRL . FHAS 17 LT A 855 35 36 40 il
BEITRL Y jetPRIME % Y iX7 (Polyplus, 1% [F ), 1% F 10 min j5
B HIRAFMALNE R, K535 6 h [FHil , 4k Eids 5% 48 h j5
BIAT T L5t . AT B LT, N JEH 1x 10° % 0N
H3255 } H2170 ffifz 0 i T 6 FLANAREE =R, 5535 24 h
JaEFUIMALY 12 pL §il£47 (19 HOXDY i3 3Rk 855, 24 h J5
e, dREEREsE 48 h SN 4 we/mL {1 IEA 25 2R M7 0t LA
A% HOXDY i3 F ik Fa i 4 ik -

12.5 /nF# RNA (siRNA) SESEHEMEM A aitm
HOXD9 (/M4 RNA, HJFF1 K :5-GGACTCGCTTATAG-
GCCAT-3', FIAR ML 0 35 37 5853 T 76 B /N T4 RNA 5
RFect £ Y47 (B M A A, D, ZBMRAEE 5 min fi5
PG RS ARSI 20 min IR AL B55% 6 h J5HUR,
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YRELIGSR 48 h 5 A IR 205,

1.2.6 #HAEIT#( Cell Counting Kit-8,CCK-8)3£1g  HURER
IRy H3255 ¢ H2170 il An il DL fL 1% 10° 41 L3 F 96
FLIGFRAR T, 43 BIAESE 1.3.5 RETHIA i 58 ks e i 1:10
LB RENY CCK-8 ¥R, FE 2 h J7EH N 450 nm (1) 554
TR AL

12.7 ERERA LR i 6 FLiRAFLEFT 100 4~ H3255 &
H2170 fiE A If & THRAE h s % 14 d, s R IG5 2
LA PBS I3 3 WK, 4 %2 RH R E 15 min, SR )5 FH45 &
SEYL(8, 20 min, PBS {5k 3 RIG A THIIR 514K

1.2.8 Transwell ZHREFERBRIE K transwell /NE B T 24 fL
o, m/NE T ENIA 600 pL 584 k53R 5L, #5100 wL Joifm
TR IR R 5% 10° 4> H3255 5 H2170 fififa2misefh A/
FE LR, MABFE TSR 24 h 5 H 4 %2 R EBEEE 15
min, 45 596 20 min IFHETHIR, HHEUNE TR 40

12,9 HAABZESEI K ranswell /NEF T 24 fLAR, [/
E LEWIA 100 WL 3% 1:10 [ Ho i FH JC I35 55 5% 3640 R 1
FERE, o HLBERE S /NG B JREEFT 100 WL TG I VA B 3
HEREAMEAN, I /NETIZNIA 600 wL 58 EFEHE, 1%
5 48 h J5 ] 4%Z B WEE E 15 min, F45 5E5 944 20 min J5
M U NE T E Il A

12.10 22X O 10 uL %E N 10° 4 /mL (140 20,
TRAIT 100 wL IEfsbEh, ARG5S R B AR A AR e i 23
Rl B ET 4 CHRWRRR IS 1.5 h, SR)5 7EmrE
ZUFR PR 30 ming BRI ALK - RIK S T 20 V
ZF FHTK 25 ming FH OB E , HAEE R T Vista Green
DNA Dye 44, 30 min, FHZEG B EBAAIRIFH Casp #fiE17
M. T B G T T

1211 RERALBIE 4 %2R E(PFA)FEE 4
15 min, Jf 0.1 % TritonX-100 i & 20 min, Jf] 1 %11 3£ 1135 5
H(GSA)# ] 1 h I yH2AX HUiRTE 4 CHA T E SR’
i/ Cy3 FRic N P IFE 1 h, IFRPIOEERE F |
(% DAPD) T8 R o ZOE BB HIR I A Image J 3R
155081 A LRI ARG A5 N F T .

12,12 MMRATKRE (BB /L 40 5 )T PBS 5 UE 2
W ARKXE T, BEMA 5 pwL FITC #Ri2HY Annexin-V
K5 pL PLYLIA, SIRESEIFE 15 min J5IMAZ G, &
I AT 3T, B3 AT 2 10° A4

1.2.13 NRBESEY ST LI MR I e SE
P Lot 3 RN E /N U T BT v e Bl
YA BRA T ST LT aRHE e SPF Rz ==, Frf
NI TSR T I 7 R AGE RN MR SR R IR I i
HITE 50 %~60 %, REEIEHITE 24 'C 1 °C, 4i4F 12 /NI / 1%
PEER . SEgm st R/ INER AT B R EREX SPF 2/ BRAARE L TROK o 71N
B A 2 41, 4520 5 Ho¥ 107 A% R HOXDY i3 3R A9
BERL YR () H3255 Jilijes A0 S A /N A MRS B2 o S
JE55 T RIFLRIN IR N ST 35 RIGAIE/NE, VIBR T
S o TR AR A AR =(4x 55 2)/280,

12.14 HHEWHIREERF (luciferase) LI {#H jetPRIME
5 Y FPHs HOXDY i3 323k BTk K pGL3-PCNA J& 3l F i 5 5

OOk K deBE g A 293T T H. 408, # /b F 3 RNA &
pGL3-PCNA [k dLiEYe A H3255 J H2170 fifis4nia .
PRL-SVA0 15 5 SR MR A AR T I, %% 48 h Rk
AL MLERER ) , o DS S FR i 15 A 2R G il o K R ot
HEHE S KB OCREHE T IR KORBOE R E S /i
BoOCERMES EH TR

1.2.15 FEFEEEZITE(ChIP)EE H 37%H P B R AR
TRAAE TIFE AUMIRE S 10 4380 DAEA 7 2g 1, P H &R & 40
MIFES 5 B LAZ R ATER . WA 40N, FIAX BRItk 40 . DNA
HHEFT 8 7 b 3 L3R A5 29 150 bp /NG DNA F Bt . AI#i
HOXD9 Hi sl %) F R B e Bk 8 11 G(IgG) 7 4 CA4 7
BRESESROMEAEN G #RIEREE &Y. it PCRY
34 DNA JBofil ik DNA HK TR . SE58 BT S 149551
W2,

% 2 ChIP 5|43
Table 2 Sequences of primers used for ChIP

Primer name Sequence
F(5't03'") GGACTGGCTCACTGGGTAAC
R(5't03") AGGGAACGGAGAGCCTAAGT

1.2.16 Fitai SR RINYEE frifE2 (meant SD)FR
71 o PHZELIE] FUACR T ¢ A2 o A GE i 4 R P RSUI A 65
K P<0.05 5 U225 BA G AR o "™*" FR P<0.05,"**"
FoR P<0.01,"***" FI5 p<0.001,

2 BR

2.1 HOXDY MFix 5 BETEHEX

B4, I ATH FH Kaplan-Meier plotter %74 /& (http:// kmplot.
com/analysis/) #R5Y T HOXD9 mRNA 323k 5 it 3% S A 77
WI(0S) R ICifk A A (PFS) Al & & o £5 R bR ,HOXD9 15
FekBH PO RAFN 54.3 A~ A ,HOXDY Ik 1k B &
SR 88.7 A A 25 BAGH R SCORE:  (HR)=1.
4295 %F(ZX 6] (95 %CI)=1.25-1.61; P=5.1¢*), HOXD9 3
IKBF TPALTCHE R ALY 14 A~ A HOXDY i3k B & i
TeHFRAAEA R 213 4, 25 BA G248 L (HR=1.49; 95 %
CI=1.23-1.81;P=4.1e*) (|8 1), DL FHF5E45 50 HOXDY 5 fili
PR TSR
2.2 HOXDY ZERfifER 4 R & Rk

F FH western blot 52 56 6 Il 1 i B 9 40 Bl F (A549,
H3255) . Ih@rmaifl R (H2170 LK2) R 3ZS48 B2 4R
(BEAS-2B) ' HOXDY W8 HRIEAKF. 4R ExR (H2),
A549 H3255 H2170 LK2 #ififi & HOXDY ik B 2% &
Fhli 545 L 4N % BEAS-2B, #i&75 HOXD9 7 g 5 i 1)
KAk M,
2.3 i33Ri% HOXDY AT it fifi i 40 B R 3 5

JotitsE HOXDY 7 ilife Anita b i) 2E W2 E L i i 12 i 2
YLK ER T 0 323k HOXDY 19 H3255 K H2170 Jifi i 40 i ik
Ffi 3 western blot 0 7 HOXD9 (& M3k (E 3A), #
&, it CCK-8 SEgu sl 1 i 2 55 id 5 HOXDO Xt fiti
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P 20 M3 B A R ), 5 08 SR < it R ik HOXDO J , il i 40 il
H3255 J H2170 3858 200, 3% HOXD9 Al g ik H3255
K H2170 fififizdnffas s (& 3B). bk, B Rists Bos
HOXD9 i ik #Y H3255 Jx H2170 Fakk fifi i 4 Mo e i i) 55 9%
K, A0 UE T HOXDY ] fig it i 40 e i (1 3C) . #F

(O]

HR = 1.42 (1.25 - 1.61)
P =5.1e-08

L

Expressio

— low
—— high

L

Probability
00 02 04 06 08 1.0

0 50 100 150 200

Time (months)
Number at risk

low 968 481 124 37 5
high957 346 79 20 2

—F, i 33k HOXDO () H3255 T2 ilifia 40 AT 1 /N
TGS, 45 R R i 26k HOXDO F i 4 Jifa A < 5ok i o
P, IR AR FUE R (B 3D), #8731k HOXDY nl fig it ili i 40
JI345H

PFS

¥

- HR = 1.49 (1.23 - 1.81)
0

O P =4.1e-05
29
2" |

©
o

o .
o Expression

N | — low

©1 — high

S

o- L L# U

0 50 100 150 200
.. Time (months)

Number at risk

low 492 207 17 1 1
high 490 163 27 8 0

[ 1 #| A Kaplan-Meier #{#& 4> #F HOXD9 mRNA FiA3tfiiEBE S AT E T # R AFHNZMm

Fig.1 Effect of HOXD9 mRNA expression on overall survival and progression free survival of lung cancer patients analyzed using Kaplan-Meier plotter

P Q
5 © o &
Q,“’v?b&\‘}g'sz@

HOXD9 * 4 D SN N e
wouiin (DEED G5 &I &

& 2 Western blot SLEG 4637 K& _E Bz 240 i 5 Ffifés 40 B R HOX DO i)
Rix
Fig.2 HOXD?9 expression in bronchial epithelial cells and lung cancer
cells tested by western blot

2.4 jtRi% HOXDY AIE it i AR B R 22

AT HE— 25T HOXDY 7 filiea 40 i i A= B+ VE L 3%
IR i transwell SZIRAG I T 4 FHI18 5 7% 1 & 1k HOXD9 %if
JiEE AN AT RS FO LM . 25 SR 7 - 2 3k HOXD9 i) H3255 J
H2170 fifAn s 5 Fal /NE R (B 4A), 278 HOXD9
FAE IR ANM RS . AR, TR AT T S B S 46 IR ST
0 30 M B s Yk #535 HOXDO il 41 s H3255 K H2170
(RZBRESI R, S5 EoR . MR T XRG4, NETZ
HOXD9 it F ik 4 g3 in (1€ 4B) , #8758 14 % ik HOXD9
J& ,H3255 } H2170 il miui2 2268 1 2 34om
2.5 ¥Rk HOXDO #] il ffifEa 48 A DNA #5145 & 4 i

PN B A FRL K (B SSRGS ELAZ 4T DNA $it
Big RO 2 1, it B R SR R R A % it KA
HOXD9 X} filisea 2 it DNA Fit i it sgm . 4558 Wos i 2k
HOXD9 J& ,H3255 J H2170 fiiif 40 g i) £ 2 2 K (tail mo-

ment ) J FEHE DNA 75 & (relative DNA in tail ) 3% /> (& 5A),
PR i Fik HOXDY nf # il ifisi 4 Al DNA #5145 . sk, A 4
PEVE Y SIS RAN T DNA 0754554 yH2AX A% FRZH K
HOXDY it %35 2H H3255 J H2170 Fa i fii 45 4t ffd v 1) 28 5K 1%
o G553 R FF H3255 J H2170 fififigdn o, it %35 HOXD9
AL yH2AX B3R5 (8] 5B) , it —25AER] 1 HOXDY AJ i
it 4 i DNA 5473 .

DNA 53475 75 4t i PN i A 7 2R AR A 4 AT B0 g 9 710
A, AP AU ARSI T HOXDY X4l 4 T i s . 45
SRR AR EERA HOXDY J5, il dii H3255 J
H2170 P8 T4 & B FEAL (B 5C), 278 HOXDY n] 1) il
H3255 K H2170 iz 4n s,

2.6 HOXD9 {2 iRz 4h it PCNA BI%ER

R 5E HOXDY T fifi 4 4 M v & 45 4= 9y 2=V F i 2L L
#) 4 i} Transfac B i HOXDY () T st 5L, 15
BT 1553 AATRERYRR AL IR, o T BE 2B MU AZ T PCNA,
it qRT-PCR J western blot 5255 & B . fiffi F Il ki ad 3% 35
HOXD9 A #5 H3255 } H2170 it 40 istf PCNA 1 mRNA
FaEAFRIE(E 6AB), #:45 , FIF/NTHE RNA &k T H3255
K H2170 fiti 96 40 g tf HOXD9 W335 . 2558 BoR . &k
HOXD9 #ikJ5 , H3255 K H2170 i 4 rh PCNA ) mRNA
FKEEAFE FME 6C,D), #7n HOXDY ] fig i 1 4% 5% I 4%
PCNA [WRiKKT- 345, it T pGL3-PCNA J& 3l T4 3L
ORI AT T RO R AR A FE R 8, SR BN KA
HOXD9 AJ_I- i PCNA #%5% 364 (Fl6E), tboh, fA/N Tk
RNA @k HOXD9 A] FiE H3255 k% H2170 fififim 40l -h PCNA
SRR (R 6F ), 478 HOXDY Al i#5 PCNA #45%, hyitk—25
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vector o . g
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HoxDo [ Q @ 2-2°°
2
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1 2 3 4 5
weeks after cell injection

3 HOXDY {gi# H3255 & H2170 s 2 A Gt 58 5% 5 BE T A
A. Western blot #ill HOXD9 i3 3% H3255 & H2170 fiE4ifa sk HOXD9 g5k 7k F
B. CCK-8 SLR#&llid 3% HOXDY Xf H3255 & H2170 AR At sa e 1 g2 (n=3)
C. FiR T LI #0 M ik HOXDY ¥t H3255 K H2170 Aifvjes 40 i 52 BE AL A B 1 9S50 (n=3 )
D. /N TN SRR #E IT 3% 3% HOXDO X A= 4 B Ak 19 S5 B8 1 9S40 ( n=5 )
Fig.3 HOXD?9 promoted the proliferation and colony formation of H3255 and H2170 lung cancer cells

A. Validation of HOXD?9 expression in H3255 and H2170 lung cancer cells with HOXD?9 stable overexpression.
B. Effect of HOXD9 overexpression on cell proliferation of H3255 and H2170 lung cancer cells, as detected by CCK-8 assay. (n=3)

C. Effect of HOXD9 overexpression on colony formation ability of H3255 and H2170 lung cancer cells, as detected by colony formation assay. (n=3)

D. Effect of HOXD9 overexpression on cell proliferation of lung cancer cells in vivo. (n=5)
Compared with the vector group, *P<<0.05, **P<<0.01, ***P<C0.001.
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Fig.4 HOXD9 promoted the migration and invasion of H3255 and H2170 lung cancer cells
A. Effect of HOXD9 overexpression on cell migration of H3255 and H2170 lung cancer cells, as detected by transwell assay. (n=3)
B. Effect of HOXD9 overexpression on cell invasion of H3255 and H2170 lung cancer cells, as detected by matrigel assay. (n=3)
Compared with the vector group, **P<<0.01, ***P<0.001.
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Fig.5 HOXD?9 inhibited DNA damage and cell apoptosis of H3255 and H2170 lung cancer cells
A. Effect of HOXD9 overexpression on DNA damage of H3255 and H2170 lung cancer cells, as detected by comet assay. (n=3)
B. Effect of HOXD9 overexpression on yH2AX expression of H3255 and H2170 lung cancer cells, as detected by immunofluorescent staining. (n=3)
C. Effect of HOXD9 overexpression on H3255 and H2170 lung cancer cell apoptosis as detected by flow cytometry. (n=3)
Compared with the vector group, *P<<0.05, **P<<0.01, ***P<<0.001
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Fig.6 HOXD9 promoted the transcription of PCNA in lung cancer cells
A. Effect of HOXD9 overexpression on PCNA mRNA expression in H3255 and H2170 lung cancer cells, as detected by qRT-PCR analysis. (n=3)
B. Effect of HOXD9 overexpression on PCNA protein expression in H3255 and H2170 lung cancer cells, as detected by western blot analysis.
C. Effect of HOXD9 knockdown on PCNA mRNA expression in H3255 and H2170 lung cancer cells, as detected by qRT-PCR analysis. (n=3)
D. Effect of HOXD9 knockdown on PCNA protein expression in H3255 and H2170 lung cancer cells, as detected by western blot analysis.
E. Effect of HOXD9 overexpression on PCNA transcription, as detected by luciferase assay. (n=3)
F. Effect of HOXD9 knockdown on PCNA transcription in H3255 and H2170 lung cancer cells, as detected by luciferase assay. (n=3)
G. Binding of HOXD9 on PCNA promoter, as detected by ChIP assay.
H. The structure of PCNA inhibitor (PCNA-I1).
1. I. H3255 and H2170 lung cancer cells with HOXD9 overexpression were treated with PCNA-I1 (1 wM) using CCK-8 assay.(n=3, ***P<0.001 )
Compared with the vector group, *P<<0.05, ***P<0.001
Compared with the scramble group, **P<<0.01, ***P<0.001
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