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(HBE] BES580: Ve RRBA0ETRmEA T, Em R A,
XU FT mab-3 A1 SCHE 5 71 (double-sex and mab-3 related transcription factor 1,
DMRT1) 5ZFREAHIC . ASWF5E & 76 /34T DMRT 78 i it gs v 8 2238 S X
BEAN RIS FZM, TR AR M i 4 B i VR S DCHL . ik
FEIEF R K (The Cancer Genome Atlas, TCGA) #UHiE JiE H (1) fili B A A
A, 434 DMRT L AL B 2 2 rp (1 3Rk SO 5 SR 3 A AP AR DG . i
& RNA (short hairpin RNA, shRNA) AR @K DMRTI 9 (shRNA#1 I
shRNA#2) . shRNA [T X} B (4 AS49 F11 PCO 4l Stk , [FIHS#4E: DMRTI i %1k
A549 4tk (OE-DMRT1), FiIH IncuCyte™ % 4il il 437 22 55 1 45 Wil 72 h 41 iy
BEE . VAR SCRER SR 14 d RSN sE BEAE B AE 71 [ EU Je (525030 7 2 h PFAh DNA
B K, IR A A ARSI 4 B R 53 A5 S R T A BALB/c #RER
A PN S 55 U ¢ DMRTL X i 400 Jf ol 08 M 9 52 e o 3 5 % S 4P (RNA
sequencing, RNA-seq) % AR#E5T DMRT1 ¥4 liti Jif g 20 I 16 5 1) T e {5 5 e
W, IR I 5O B R A WEEE LW (real-time fluorescence quantitative
polymerase chain reaction, RTFQ-PCR) HI# [ i Ny (Western blot) 43-#7H:
XoF 2 T3 R A T A DG R R GR  520 . B3CHE >R ] GraphPad Prism 10.0 3K 753
B o AWEoR 28 i 28 30 2 12 2 e B I 275 JL N IR B2 e s ) 18 31 % 25 2 A1k
(SHOH-2023-A871-1) ., #55: TCGA R /AT 45835 W], DMRT1 7E i i
hRE IR, HHEFRBAKOE SRR S A A R AAEE . @I DMRTI W]
S0 25 PO A0 B Y B A . SR B RE 1 F DNA A BE S (P<<0.001), i ik
DMRT1 I i F A549 AHfiI3456 (P<0.05). MK DMRTI WA 5] K& 41 A5 Go/G,
WIBHH (P<0.001) . AT (P<0.001) . #BLIA P IR S 90 F — A IE
S5, DMRTI ARyt i i 40 AL e PR N S BB (P<<0.01) . DMRT i fIRfE
Gy/S WIHHFEILH B2F #4511 (E2F transcription factor 1, E2F1). MYC JiUjsk
(MYC proto-oncogene, MYC). ZiHuJHIIZEH E2 (cyclin E2, CCNE2) Fi4H
M2 IAE I 6 (cell division cycle 6, CDC6) AL R, M Rb&EHICH] B
ek, MIBERRAL pRb (Ser807/811) KFREAK; [FIMHHLI T8 1 Bel-2 &35 T,
Bel-2 #5¢ X P T8 F (Bcl-2 associated X, apoptosis regulator, Bax) /Bcl-2
FeAE . 39 Y7 caspase-3 M BT ) Bl 2 58 ADP ¥ R & K F44 TF ., &id .
DMRT1 1 5221k 5l e /38 A RS R 0HS¢, 0] gl it 2 iF E2F /5
B 40 B ) DT 0 R A 3805 caspase-3 R T 38 I, 12 T4 o Al i AT B PSR AR 2
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[ Abstract ] Background and purpose: Lung adenocarcinoma remains a major threat to human health due to its high incidence and
mortality. Doublesex and mab-3 related transcription factor 1 (DMRT1) is associated with multiple malignancies. This study aimed
to investigate the expression of DMRT1 in lung adenocarcinoma and its impact on poor prognosis of patients, as well as to explore
its biological function and related mechanisms in lung adenocarcinoma cells. Methods: Data from The Cancer Genome Atlas
(TCGA) lung adenocarcinoma cohort were used to analyze DMRT1 expression in lung adenocarcinoma tissues and its correlation
with patient survival. A549 and PC9 cell lines with stable DMRT! knockdown (shRNA#1, shRNA#2) and shRNA negative control
(sh-NC) were established via short hairpin RNA (shRNA) technology. Meanwhile, A549 cell line with DMRT1 overexpression (OE-
DMRT1) was constructed. Cell proliferation was continuously monitored for 72 h using the IncuCyte™ live-cell imaging system,
colony formation ability was assessed after 14 days of plate colony culture, and DNA synthesis was evaluated using 2-hour EdU
staining. Flow cytometry was performed to detect cell cycle distribution and apoptosis, in vivo tumorigenesis assay in BALB/c nude
mice was conducted to verify the role of DMRT]1 in vivo. Subsequently, transcriptome sequencing (RNA-seq) was used to explore
potential signaling pathways through which DMRT1 regulates lung adenocarcinoma cell proliferation. Real-time fluorescence
quantitative polymerase chain reaction (RTFQ-PCR) and Western blot were applied to verify the expression of genes related to cell
cycle and apoptosis. All data were analyzed using GraphPad Prism 10.0 software. This study was approved by the Animal Ethics
Committee of the Ninth People's Hospital Affiliated to Shanghai Jiao Tong University School of Medicine (SH9H-2023-A871-1).
Results: TCGA database analysis revealed that DMRT1 was abnormally upregulated in lung adenocarcinoma, and its expression
level was negatively correlated with overall survival of lung adenocarcinoma patients. DMRT1 knockdown markedly suppressed cell
proliferation, colony formation and DNA synthesis in both A549 and PC9 cells (P<0.001). Specifically, the quantitative results of
functional assays were as follows: cell proliferation, colony formation and DNA synthesis capacity, overexpression of DMRT1
promoted the proliferation of A549 cell line (P<0.05). Knockdown of DMRT! also induced G(/G, phase cell cycle arrest (P<0.001),
and promoted cell apoptosis (P<0.001). Nude mouse xenograft assays further confirmed that DMRT1 knockdown retarded the in
vivo growth of lung adenocarcinoma cells (P<0.01) . Mechanistic experiments demonstrated that DMRTI knockdown
downregulated the expression of G,/S phase cell cycle-related genes, including E2F transcription factor 1 (E2F1), MYC proto-
oncogene (MYC), cyclin E2 (CCNE2), and cell division cycle 6 (CDC6). The total retinoblastoma (Rb) protein level remained
unchanged, while the level of phosphorylated p-Rb (Ser807/811) was decreased. Additionally, the anti-apoptotic protein Bcl-2 was
reduced. Meanwhile, the Bax/Bcl-2 ratio, as well as the levels of cleaved caspase-3 and cleaved poly ADP-ribose polymerase
(PARP), were all clevated. Conclusion: High expression of DMRT1 is negatively associated with prognosis in lung
adenocarcinoma. DMRT1 may enhance the proliferative activity of lung adenocarcinoma cells by promoting E2F-mediated cell
cycle progression and inhibiting the caspase-3-dependent apoptotic pathway.

[ Key words ] Cancer-testis antigen; DMRT1; Lung adenocarcinoma; Cell proliferation; Apoptosis
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1.1 RHEUERES SR

AW 5E ) BCHE SR IR 5 o pr s
TIMER 3.0 7F £k 53 17 ™ % (https://compbio. cn/
timer3/) 4347 DMRT1 mRNA 7572 9 #1926 1A 7K
o BT AE RN K% (The Cancer Genome
Atlas, TCGA) HH 35 WUl B g i 3% 4L 554k
5341 DMRT1 mRNA 76 /98 2 41 5 55 21 i
F2iKkIKF . i FH Kaplan-Meier plotter 4= 174341 %
vt (http://kmplot. com/analysis/) #& 5% DMRTI
mRNA kK75 il g 2 SR (overall
survival, OS) FJREE,

1.2 ZHRE. FRmL. FERFIRALEE

N TR 98 40 ZR AS49  (FHO0045) . PC9
(FH0083) FI AN 40 il 5 HEK-293T (FH0244)
W b E AR YA BRA T, A549 4Rl KRAS
AT PCOYNMI N EGFR 7SR s TS i3y
28 STROPAVMSE A%, LU FH AR 3~15 1R 4n i,
i R IR UE 1] 2024 4F 6 A .

J R KA A9 pLKO. 1 JiT Rz W H 9
Addgene /A F] (#8453), %5 B 02 v il FH Y
dR8.9. VSVG Itk A A LI ERAF, R R
W A iR = KA H AR AR A\ (ST551-
250 mg) , 40 J% >98% (HPLC), fif {7k &N
10 mg/mL, REEMNG A iR = KAV AR A
ABRAT (C0351),

DMEM E5 53 | RPMI-1640 15 3230 [ 1 iff
BEIEAEBEABRA R, BG41miE  (fetal bovine
serum, FBS). FR#IMEAZEE N UIME . T4 DNA %
FEREYY I B 95 [ Thermo Fisher A 7], &N HE R
WAHATAY TE (L) BRMARAR, mik
H.PCRTilJE . Phanta Max Master Mix PCR iR
WA A R AR IR R A IRAF], R
J5 DMRT1 $it {404 [ 22 & Novus Biologicals 2 A ,
LU GAPDH # & Il 1 3& [#] Proteintech Group 23
A, i cleaved PARP $ii{K | % pro-caspase-3
Pl . %l cleaved caspase-3 HLAA M [ #i M 1E
BHYBARARAF], RIZBcl-2 4T Hii Bax
PR H AR E R E D BEARA R TAE A F], AR
Rb HT/& . %6 pRb (Ser807/811) #Hiik . i
CCNE2 Fiifk . IR MYC HLiAR I {35 F CST 2
A, NEER BURME RN S B AR AR
H (dbs0) HRZAF], Lipofectamine™ 3000 4 fifl
SR & A 2% [ Invitrogen 23w, 4 i JE
S TR & (C1052) WH LFE A

KAEWE AR A RS F, Bk N E PI
(40755ES) #1 Annexin V -FITC/PI iX #| £
(40302ES) ¥ A ¥ X EYFH (i) AR
INFL
1.3 KWAHZE
13.1 wmppssi

A549. PCY 4 il {ifi FH 7 10%FBS ) RPMI-
1640 15 55 KL ¥E 47 55 3% 5 HEK-293T 40 i fi Ji &
10%FBS ) DMEM $5 32 36 iE 1735 5%, e A 4n s
BT 37 °C. COMBTECH 5% myfa iR 3E I 46
iR o R ST e i R A BBk SV (real-
time fluorescence quantitative polymerase chain
reaction, RTFQ-PCR) XJfrf 537 4ot 17 2R
AN, 53 HURGE I 235 58 Ay ) 1 P A i P T I
SEG, DABR RN TG S AR5 g, PR S R4 AR
PRI EEME o SEBRHTR A 5 W 10 e vk A I 240 e 7%
I3, TRBENE J1>95% AN T e S ge, HERR
TG AN AT SE B A5 R 0. &S0 i A A
Ji %% B % Rl A BE ™ kS SR LA T An o, Hop
IncuCyte™ % 4 M 43T 52 48 WAZ S 56 % 1 48 FL A,
AL B Ry 6% 10°/4L 5 ~FAR S R IE B S Bk HH 12
UM, 4RBEE ) N 2x10%/4L; EdU Y (05256 % F
96 fLH, ARMIZE A 1x1044L ., Akt T8
KB FIBhR e R . AIME S 565 . HEF 5T,
ToHI BT Mo G s ARG AR, 2
I %5 85 3 1) 5% % VS 1T AR 50%~80%,  IL A 4
MOAC TG B . 3G Ah e gk, S H T AR
BAE
1.3.2  MyEsifk st & 35 DMRT & 48 itk

I 3 B TE & ik T H (https:/
rnaidesigner.thermofisher.com), %1%} DMRTI 3t
AIFFC EHE (ORF) JAEBIREX (UTR) &t
45 %3¢ RNA (short hairpin RNA, shRNA) 41,
B AE GC & 1 7 [ R 30%~60% . fiff 4% I J& 24
60 °C; Bt B HERR P 91 H 4 XS e 2 A= )
F=0 S o bV 9 ey v [ P 5l BB = R 5 K =
Mgk SARNA FP 41, 38 43 NCBI#d 72 Y BLAST
FE AR P 64 T N A S D A R e, BIBRAF AR
PG GRS, B 7 51 ) B 1] 5
PE, LTS3 5 508 Rk shRNA JP A, 435110
shRNA#1: CGTATGGTCATCCAGGATATT; shR
NA#2 : GTTGTAACCTTAGGTTGTAAT ; shRN
A#3: GAGTGCTCGCACTTCTCCTAG; shRNA#
4. TCTTACTACCCGCCTCCCTCT; shRNA#5:
GCCACAAGCGCTTCTGCATGT; [a] i i% it sh-
NC : CCTAAGGTTAAGTCGCCCTCGCTCGAG
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CGAGGGCGACTTAACCTTAGG 1 N BAYEXT IR
2 V1 SI B A I 4546 356 P 91 % DMRT'T 56 PR B4 i I
W%, B4k HE sShRNA#L Fil sSiRNA#2 oy 40
PN TE SR 556

FIFH shRNA SEA T BORIAA . 43 PR S P
] DMRT1 i shRNA F Bt 5 2 ¥ fk 19 pLKO. 1-
Puro 2R £E, M EUTER DMRTI FE R &Y Rl 8 i
Wi [RIBSE, e JCHE 1) 2500 9 7 514 A pLKO.1-
Puro ZRARAE Ry FHPEXTHE

FH DMRT1 & 8 B0k FEHCAS49 21 i &
RNA, Ji535:4584% cDNA, LLcDNA Mk, ®
FHE: SRS 1 9 18 4 K DMRT1 4w b5 X 741 5 %
Prraalifb)E 0 B i R B S BRI 9 DB 11
i) pLVX-IRES-mCherry 1255 25 1 ik 2 AR 1 7 [7A]
VR 2 M, MR R AT 41 (9 AR IC /Y DMRTI
i A HE A TR (OE-DMRT1) 5 [A] Bf 4 4% 2%
pLVX-IRES-mCherry fF iy it & 35 B £ % M/
(NC) o L0y 55 EHl A P51 Jo 248 | SRS AE I
i, iRt Fe R b A AL

W A L A AT TR B TR sh-NC
i #35 Bkl OE-DMRT1 M 25 # %HHENC, 230915
dR8.9. VSVG Jfikif%Ye % HEK-293T 4iifiidrf, 7¢
48 h 172 hISUE B A M e 1 s, Haw B
1x10°~1x10° TU/mL. 1 € J (01805 35 1 75 W

STAINA AS49. PCOANEH, FEmAREERE (&
WeHE N 8 pg/mL), 48 hJFMAEMER (LK
1.5 we/mL) GHE, 1R EE 2 1S 06 IRl B
INERBEMREE (0.5, 1.0, 1.5F12.0 pg/mL A
FETHVE, B05E 1.5 wg/mL AT A R b A 5E K YL 20
JL LG B 2 R A /N ), TR e 1 i Ak
BEWLZE mCherry 21 {8 5¢ 6 3R A Ui 1 o IR A M
72 h J5 {0 & H BT ER B 5 (Western blot) Al
RTFQ-PCR =25 % DMRT1 () £ 35 EAT R, LA
B UE 20 A SR A R AT ) o SR T U AR 2k HIRE
SRR (ZOREEN 1 pg/mL) FRELIHIE7~14 d.
1.3.3 RTFQ-PCR#m]

fifi F TRIzol #2HU4IALAL RNA, it NanoDrop
T RS MO C T I E R EE R H L ng RNAFIH]
SRR G S 57745 cDNA, i SYBRIAFI&
FEARIA5E T RTEQ-PCRAGIN.  FITA LS SRA4 LA Hrh
i -3- 1 2 It & B (glyceraldehyde-3-phosphate
dehydrogenase, GAPDH) {EH NS % ii17)H—
FEAb B, A3 AL D A AR ek i DL 27 T E R
(LA HMERH S NS IHEE CT 2E TR ACT,
DIAb B 50T R ZH ACT 22{H 1T AACT, & H
B 5 AR G 36 3R 7K =272 o A 3L R A 5 1 4
JPAIEL, At EE 31K,

#1 RTFQ-PCR35|#157I
Tab.1 Primer sequences of RTFQ-PCR

Primer Forward (5'— 3'") Reverse (5 3")

DMRTI CAGAGGGACGTATGGTCATCC AAGTCACCGTCAAGGTGTATTTT
GAPDH CCTCAACGACCACTTTGTCAAG TCTTCCTCTTGTGCTCTTGCTG
CDC6 TGTTCTCCTCGTGTAAAAGCC GGGGAGTGTTGCATAGGTTGT
CCNE2 GGAACCACAGATGAGGTCCAT CCATCAGTGACGTAAGCAAACT
MYC GTCAAGAGGCGAACACACAAC TTGGACGGACAGGATGTATGC
E2F1 ACGCTATGAGACCTCACTGAA TCCTGGGTCAACCCCTCAAG
CDKNIA4 CGATGGAACTTCGACTTTGTCA GCACAAGGGTACAAGACAGTG
CDKN24 GGGTTTTCGTGGTTCACATCC CTAGACGCTGGCTCCTCAGTA

1.3.4 Western blot #-i|

e RS E B 9% 24~48 W), Frds L,
% W5 R 2% vp R ¥ W (phosphate-buffered saline,
PBS) UEM2K, AR 1% PMSF. 1% BERREGT
il 770 1) RIPA 24 W 7K | 24/% 30 min, 12 000xg.
4 °CE5.0 15 min U EIEW, 95 °C# 20 min Z8H
RIPA % ft ¥ i 77 & 50 mmol/L Tris-HCl (pH
7.4) . 150 mmol/L NaCl, 1% Triton X-100. 1%
W RE R EH . 0.1% + B SRR AR A . 1 mmol/L
L gV 2.1 (ethylene diamine tetraacetic acid,
EDTA), i JHHT# AN 1 mmol/L PMSF F11 : 100

s T PR T 122 Tl 4T0 1 39 Cocketail R JH 2% ] T iR
(bicinchoninic acid, BCA) FE#HifTE A ERE,
30 wg/fL EARE, il 4%~12% Y T 4 00 B
EA, WA 80 VHLYK 30 min, 4rEHE 120 VL
7K 90 min, HIKZ R RABHILBEARE S
B — ® & # B (polyvinylidene fluoride,
PVDF), FEEIR UL 10~15 s #0i%, HE 54N
300 mA fH i . 90 min (F] 4 °Cif47), FEME)5fi
H 5% 4+ 1% H #£ H (bovine serum albumin,
BSA) ZEEM 1 h, REMA—H (HHWEA
91 : 10004 FE, M2 GAPDH M1 : 5000 #iF¢)
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4°CilRF I, HEAHIR-20 = B SE hEh i
W (Tris-buffered saline Tween, TBST) ¥t 3 X
(R 10 min) J =BT 90 (HRPHRIE, R
JR—PilC 1A PR 1eG, BUR—Hihe 25/ B
IgG, 1:5000% %) 1h, TBSTHKIFUEG,
A1 HEA B ECL A% & OGIAFIIEE 1~2 min,
i A Amersham Imager 600 %t 1% 2 Gt K4 5%
WEMR, SRS T KB AT

1.3.5 IncuCyte™ & 20 L 5 M7 % Ze v A% 4m feu 38 54

TE A8 FLAR H 4% 6x10° A /ALIEFP 4RI, 13 3
MNEFL, TFAIIENGEESS , B T IncuCyte™ 4371 &
girh, 7E37°C. COMBITEH 5% my 5544 T 15
I o MR 12 WA A i A M A T — R 30
HELLAAEE 4 d, ] IncuCyte™ R G AR F 20 #r 4 it
BGFNIEGTEAT I o
1.3.6 -FHLHEERE

1E 12 fLAR P 2} 10° AL R g i, BT
37°C., COMRFUIEH 5% AN F240 TR 85 3%
7 dJe B 4R I8 FH PBS TR . fINA 1 mL 4%
ZRWBHEWREE, R4S mERE A
20 min, V& BB T )5 f# F ZEISS Zoom. V16 & fi
BELEE IR AE % . i Fiji/Tmaged {440 ]
15, B EUG H ASFL) TARR E BEE R
BAANEETE RO T 5048 SO TERE, IEFIH
SR MU (5 B TP 1% = 5 A B30/ 42 A4t 4 <
100%) AL PEAS 240 i 0 50 B TE A RE
1.3.7 BdU§ 74 %5

16 96 LA HH % 1 10"~ /FLEEF AL, FREmff
IGEERS , A A 10 wmol/L i EdU E5 2 REVE
A 1 h el 4% 22 58 F 9 4 I 815 30 min, Sl
A Click 5 W VU5 5 FH &5 P9 IR A% 0 B R e fn
AT EQUZS IR, BEMLBERCIRET, TR 1T
T EdU FHM:AIME (L0 @sOEME) 5 8%k
GBEOTOERAME) , LABH 20 i %5 s 40 i 80« 100%
AR ARG
1.3.8  Zmfe B HiAem]

WS AR, 21k . PBSYRIS,
AR 70% ZBET 4 °CREE 2 h D b o FREfE
JEWR, PBSHEHEVLW, IMABULNRER AR (5
RNase A) #1337 °Cild & 30 min, FifiJ5 i | BD
LSRFortessa it 20 Al i X 7F 488 nm 4 & KT
AT e t, RIS CBUR SO, AREARER
HU10 000 A A0 AML . 1 557E FSC-SSC i Kl
SETCEEANMIRER,, HEBRANMRR i 5225, PR
FSC-A/FSC-H #{ i B 23 B BUBAAR S, 448 & 1)

534 2K FH FlowlJo 10.8. 1 A4 T 0T, i a4
AR GG . S A S Gy/M BA A i 7 5 40 iy
ORI
1.3.9  Zmpa A A

WA R 0N, FTA PBSYEE)S, i
A 100 pL IxZ5 A2 vp il H A . RIRIAS pL
Annexin V-FITC 5 10 pL PIYL (03K, R aRIR
H 10 min, FHIIA 400 pL 1x454 Z rh IR AT,
F1h N EAL#EAT 2 40 i AR A, 2R 1 BD
LSRFortessa it USRI, BRFEARZREL 10 000
AN, KR T AME R S, SRS (4
FEAPARICFITC, PI) #FAT#METETY, FEIT TS m
. i FSC-A/SSC-A Hi 5 I el H B4~ 441 i B
A, HEBRANMERE A SR AN, X B AR i i
BEAAR 2% Annexin V -FITC/PL WS BB &, K
KB ]33 % Annexin V - PI - 1IFE % W% 40 Jitg .
Annexin V' PI 2 HATH T4 . Annexin V *PI i
FHT- 40 &2 Annexin V PIIRFEAI M L1, [RIAsH LA
LI T A A T A L =2 R A R
2%,
1.3.10 #Fan /5 AWz 6 F o

A X B S5 8% i fIK DMRT 1 W 40 ke AR
FH RNAiso Plus 4b B, ® 42 3 )y, fifi F§ VAHTS
Total RNA-seq (H/M/R) Library Prep Kit #4
¥ SCPE, -4 o B 5000, i Ff OmicsTools
(LL7IAS) B REKAME (4.3.1504) XF RNA 5
FIEPE AT 00, (i RIS DESeq2 fuifif722
FRIKFEMH  (differentially expressed gene, DEG)
O3HT, BRSERRIE N |log,FCI>1, P adjust< 0.05, fif
A G IEL 5 (https://www. bioinformatics.
com.cn) X AR AIX) FEZH (0] A DEG #4758 2547
Hr. GO &EHEHr fFEREE E 5T (Gene Set
Enrichment Analysis, GSEA). H:H" RNA jl| ¥ Fl
BT Ve b VR A PR BRA F SE AL
1311 BRAKETHHEBERGE S

TP SPF 9% BALB/c #ERL, 4~6 il #%, 1ATE
16~22 g, W {175 88 52 50 s P i) 55 A BR 2
[ SEH s A 7=V AT UE S O SCXK (1) 2022-
0009; ¢ 5% h W FT | A M IR 5o
20220009028453 ], i) 7 T+ I v A2 30 R AR B A B
Wt o LN R R 58 SPF R sh W By, S8R sh# (i
VFATIES 2 SYXK (1) 2020-0025; fRIFRIFEEAL
fF: JRBE (2242) °C. MR 50%+10% . 6 HE &
W12 h/12 hEAREAC R, REMAR S Ko i sime
T (SN WSS iy o 2 T SR e WNE 2
e L oAt E (HEdESS . SHOH-2023-
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1, & DMRTUeHMIREAIRIEIERE D AR HISRIRI SR

A871-1) . & W PEAR FE 1 8 5 JF IR S5 . BORH 8
AR WIASA i, FdEFREL, PBSUEA 2K,
0.25% IRER FIBHE L, SE iR RA LRI
LM, 4°C, 300xg & 0> 5 min, FF L5 ;
PBS AR 2K HITCIL I 5 55 5L 5 PBS H 4
A, JHAH R 2 4% 10741 i/mL .

FH75% WK TR N300, A2 TRt
SR BB R Bk [, A TR R i, £k
RHRAK N1 emiR, ZAWEIMAER T2, %
P23 3 100 pL 40 i Bk, #ER R ARE . &
JETE S5 10 s B 1k 137 .

FEFP 5 5 H OSSR — etk ORS . 0%
. e, RE), NIEX AR BRI R K
EHAA>15 mm B AR >2 000 mm®, EEBWHG T
F>20%. B R AT R (=i, BE.
W2 IR . WM ERESWICIRE, IREE—F5
TERPPEATZ L S0 . M2 9 die, &3 dH
et R RO s B AR K42 (o) FAERR (b)),
F N V=0.5xax P AR . S0 2R %
BIEEhPCEIEER,, TR 21 d S/ NRLIAT &
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Fig. 4 Effects of DMRTI knockdown on DNA replication, cell cycle progression and apoptosis levels in lung adenocarcinoma cells

A-C: The DNA synthesis ability of the A549 and PC9 knockdown groups and the control groups was detected by EdU staining, the cell nuclei were
stained blue, and the EdU positive signals were stained red. D-E: Statistical bar chart of cell cycle distribution of A549 and PC9 cells. F: Flow
cytometry scatter plots of A549 cells. G: Flow cytometry scatter plots of PC9 cells. H: Statistical graph of apoptosis rates in the two groups. np<

0.001; *: P=0.002; *: P=0.016.
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