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Preliminary study on the molecular mechanism of PRDMS5 suppression in lung adenocarcinoma
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Abstract Objective: To elucidate the molecular mechanism of PR/SET Domain zinc finger protein 5(PRDM5) suppression in lung
adenocarcinoma, and to find the protein factors interacting with PRDMS. Methods: Co—IP assay was used to detect endogenous binding
between PRDMS and Nucleosome Remodeling and histone Deacetylation complex (NuRD complex) components in lung adenocarcinoma
cell lines A549 and H1299. GST-tagged prokaryotic expression vectors pGEX-4T-1-HDAC1,pGEX-4T-1-MTA1,pGEX-4T-1-MTA2
and His—tagged pET-28a(+)-PRDMS5 were constructed. Recombinant plasmids were transformed into E.coli BL21 to induce the
expression of the fusion proteins and purify the corresponding protein, respectively. The components of NuRD complex which directly bind
with PRDMS were determined by GST—pull down. Results: Most components of NuRD complex can bind with PRDMS5 endogenously in
lung adenocarcinoma cells A549 and H1299,such as CHD3,CHD4,MTA1/2,HDAC1/2,RbAp46/48 and MBD2/3. Direct binding of
PRDMS with histone deacetylase 1( HDACI ), metastasis associated protein 1(MTA1) and metastasis associated protein 2( MTA2)
components in NuRD complex were confirmed by GST —pull down in vitro. Conclusion: PRDMS interacts with NuRD complex in lung
adenocarcinoma cells.

Key words PRDMS5;NuRD complex; Co—IP;lung adenocarcinoma

PR 53848 & 11 (PRDM)5 & PRDM %1%
iz, ZE AW N ERSFRY PR Z5F3RT C uiht
16 MEEFE B A S5 I A, Horp PR Z54938 5 SET
25 k) Jal 2 P[RR, 2 4 k) Bl o LA R Sk DNA
AR NS G iE R HETIAY PRDMS & HJE—
DN RIENE SRR T NS S IER AR AR T
FECL T ELAE 5 88145 45 1 B i VR e 28 e Jok 4 e
IRV M R AR o AS TR 2 i R
E4TE BRAARSESE FHH(81572867); RiEHHER
W RITIE (B AR (2019KI171)

EZ B I DE%(1998-), &, Mt #i%, 5  IEREF PRDM5
FERME% % RO B 15165 : XX, E-mailxinliu_0828 @tmu.

edu.cn,

FEUA LE TR PRDMS I 36083 7 SR AR 7R
FMARWGEMHK, IFH—RHN LR BN,
PRDMS 7r ifi fif g Hh & #5409 A 1~ 1 S g, Ptk
A VR 2H TR #R 58 PRDMS & 4% 3 B 19 AR 4> 7
B

NuRD & &Y Fr A/ IMEE I8 5 I 2 BrALEE
HEEY, WPk Mi-2 269, KE2E 2 548
F A6 i A % € 5 o SR A s 1 22 T T ik PR 1 e S
RHFEE, NuRD &5 %) 20 H 24N, 5450
5 AL H & S BAL R (HDAC) 1/2 (ATP AR Pk Y
5 A CHD3/4 4186 1 £15 RbAp46/48 .CpG
gk 4 3 1 MBD2/3 .GATAD2a (p66a) I GATAD2b



554 4

ChASAE S R AN T PRDMS S8/ F G5 T-HLEI 045 361

(p66B ) AT EERS FI S FH MTA1/2/3M, RiHAALH 1
TR R, 142655 PRDMS B9 A549 ZH-FNuRD
E A Y455 PRDMS 45 4 (0 0E 20 R R
$275 PRDMS R DIGEVT AE 5 NuRD & & W4
S, Ay T SR Al iR g 40 i R 5 PRDMS A
HAEFHEE A, AR5 R AT Co-1P F GST—pull
down SZE& 43 WKL T NuRD & &9+ 09 E A 415
5 PRDMS G454, MIRALELT PRDMS 76 fili i 56
W R FEVE IR o AL PR A T RS Ath

1 #R5FE®

1.1 A

111 RS AR A S 5 35 25 il e i 400 i
PR A549 5 H1299 itk E A A R DR I SL 50
RIS AN IR T RPMI 1640 15353t F5geit
LT R B W SC 1 BT A W] . RilA 2 A # A8k
pGEX—-4T~1 pET-28a(+) ¥k A R LI %, E.coli
Trans-T1 AN BL21 £t X&YW HARH
BRNHE]; AR I B A LB AR 79, 1B Mk
Rk, 2x YT ARG 723 (Tryptone 16 g, Yeast 10 g,
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Tab 1 The primer sequence of fusion protein

EIEZEL; IS5 —3") 7H(bp)
PRDMS-F 5'-CGGAATTCATGCTGGGCATGTAC-3' 1893
PRDM5-R 5'-CCGCTCGAGTTAGCTGTCAGCTAC-3'

HDACI-F 5'-CGGAATTCGCGCAGACGCAGGGCAC-3' 1 449
HDACI-R 5'-GCCTCGAGTCAGGCCAACTTGACCTCCTCCT-3"

MTAL-F  5'-CGGAATTCGCCGCCAACATGTACAGGGT-3' 2148
MTAI-R  5'-GCCTCGAGCTAGTCCTCGATGACGATGGGCTC-3'

MTA2-F  5'-CGGAATTCGCGGCCAACATGTACCGGG-3' 2007

MTA2-R  5'-GCCTCGAGTCAGTCCTCCAGGACAATAGGCTCA-3'
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4°CHFF 1K . UK PBST Pk GST-Beads 5 ¥, A
2.5x ARG pPIRIR AT 99°CHIHN 10 min, B0 HL
I AT RN A TR I L K N s i gL,
1.2.7 His G EALL WA pET-28a (+)-
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Fig 1 The endogenous binding of PRDMS with NuRD complex

verified by Co-IP experiment
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Fig2 Prediction of PRDMS direct—binding proteins
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7 :M:DNA Marker; A : PRDMS JEP 255 (1 893 bp) s B: HDA CT JEFY HEZEL (1 449 bp); C:MTA 1 FERP 455 (2 148 bp);D:MTA2

LR 255 (2 007 bp)
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Fig3 Acquisition of target genes PRDMS5 ,HDAC1 ,MTA1,MTA2
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Fig4 Identification of recombinant plasmid by PCR
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Fig 5 Verification of recombinant plasmid by double —enzyme di-
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Fig 6 Sequencing of recombinant plasmids
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Fig7 Expression of GST fusion protein
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