— 222 — BERERKZFIR 2020 £5 45 55 2 5 ( Journal of Chongging Medical University 2020.Vol.45 No.2 )

SERBWESE

DOI:10.13406/j.cnki.cyxb.001673

RN KDM5C 545 225 S gkl k
AU A 5 AR

B R TEAE, ZE T, G K, RER
(FERERIR=ME S B g B, K 400010)

[ ZE)B/. R rEE W HALEE 5C(lysine—specific demethylase 5C, KDMSC)7EH A& 4RI AT 2253 24301 0 A8 4k Je
HXAG 22 55 SN i AR L B 464 15 (spindle assembly checkpoint, SAC) %, 3% *U}EHQHE@HE@ GEZiw e ¥ NEEEdr
S I B AT 2445 20145 I )35 A5 A A0 MIRE S, F ] Western blot #6345 I 7] 5 KDMSC 2K 14 50 & H 28 10 B LR IS s i S5 A7
25 SUNIERR S 2 5 IR PRI IR CPT-455 0kl KDMSC (425 F Ak 5 R il e *'JFH Western blot 4 22 55 244 14k
RS KDMSC 19 25 HUORAUBEG PEXT SAC A ICHR 2528 T A 73 R AR 11 -27 (cell division cycle protein 27, edc27) i B
1 B1(Cyclin BL)HYRZNT, B85 A6 A 20 Rt 5 SAC MOCHIRR R 1 ede27 HIBRIRALHR 5 25 O AL AS A2 AL A Cyelin B1
PR B IR Af359 5 SCRAREE AR R, {7 KDMSC 2R 7 e J0 R AR s KDMSC B (AR 3 2R AL Z 31 B S 19 10 B 12 w72 28 Ah A 2
5 T R B A RS AR EOV IR AR AR R 1 ede27 19 LSRR LA A Cyclin B1 B LW B A1k, 518 . B A
TR AN AT 223 280 Ph  KDMSC ()8 R 35 A AT 2270 2SI HERR T AE , 4 HE 2 AL B PN 2R SAC (192K
[ X487 |KDMSC ;A 2253 54 5 1 IR 5 U R AR L R G A i
[HEHES]R34

[ HEkFRERD ] A [WFs BEA]2017-11-24

Association of KDM5C with SAC on mitosis of osteosarcoma

Dai Wei,He Yanji,Li Haoke ,Gao Y anfei,Deng Zhongliang
(Department of Orthopedic Surgery,The Second Affiliated Hospital of Chongging Medical University)
[ Abstract)Objective . To investigate the alteration of Lysine—specific demethylase 5C(KDM5C) protein level and the regulatory effect
of KDM5C on spindle assembly checkpoint(SAC),related mitotic progression of osteosarcoma cell lines. Methods : The various osteosar—
coma cells in prometaphase were collected by synchronization. The alteration of KDM5C protein level and its potential posttransla—
tional modification in mitosis were determined by Western blot. The effect of inhibitor CPI-455 on mitosis process was detected using
Western blot. Results : In mitosis, the alterations of SAC related markers, cell division cycle protein 27(cde27) and Cyclin B1,were
similar to previous literatures ,but KDM5C protein level had no obvious change. The shift and ubiquitination of KDM5C truncations
were not observed by Western bolt. When demethylase activity of KDMSC was inhibited by CPI-455,SAC related markers,cdc27 and
Cyclin B1,had no obvious change. Conclusion ; Mitotic process of osteosarcoma cell and the SAC is unaffected by KDM5C protein
level and its demethylase activity.
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1.4 3 Thymidine FLi# #3552 Nocodazole %4 4m it [7) +F 1L %

4 MG-63 AT 6 FLAR T, ZE A 40%~50%
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3", Fi#:5° ~GCTCTAGATCACTCCAGCAGCGTGTAGCAAG—
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B, FHH L PCR J7 9388 H i - B, 400 :95 °C,2 min;
95 °C,1 min;55 °C,1 min;72 °C,2.5 min,40 MEHE;72 C,
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A 225y 34 T et R AR T BERR AL 12 RIS BPRE B,
M T KDM5C 48 5 i 70 T 53K, 29 180 kD, 8 1 Western
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Frik, B — 8% . L MSCV-dGFP-KDMSC J5iki
AR, Ay ) 2 AN [) 45 A Jal ) 4 A TSR (18T 3A)) , I M
FE HEK293T 40 Jifg v ¢ 3k 3 A0 R #0481 2 A 5 (B 3B) .
Thymidine-Nocodazole ZHAE[FE AN S | R Shake—off 1
AP AN (A 225 24T TP ) RO REZEARL (G, ), Western
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R T, R LS 5] B Sk 4 7 A% i 1 o 72 22 AR R 457 (T
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[ —5 E - uARID%Mb}L
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2.4 KDMS5C 3t SAC 48 % 09 4 2255 ZL It A2 69 % v

KDMSC 112 H3K4me3 4R¢ 51 2 FF B0 , FLAR 5
X SAC FTE 2 R B . Schibler Z5B0EEEREh & I0 25 22k
FRHIT H3K4 B F AL RERE ] SAC BOTEE , T LA o ik
KDMSC Fif H3K4 114 F AR /b i AR i SAC 161, 9022 240
JH DA F 3 1) I T A 22 3 BT HERR ] KDMSC () BERS
PEIG IR R IAH B A5 3L, S T kX Rk, B SR
F IR M AE R KDMSC 1 7 3%, M8 SAC K ik b i 42
cde27 BYETERR AR ALFN Cyclin B1 25 A AIFEARASAL . & TR
U208 41 A5 26 1k 85 A 70 KDMSC 20 Al a] 400 B8 20 1)
SAC KIEIFREST T ¢de27 Cyclin B1 X5 [R] A0 1928 1k s
R ede27 1R 225 34T I R A S I IS AR LG (W
Ak , I PERE R T4 (SAC K% (APC/C 34005 ) _ERS 2H5
WE , HE WA L5534 55— SAC K BIAR T Cyclin
Bl ME A& RS R G R (F 4A B), ILAh,
AT T H3K4me2/me3 ()35 1 B AL 54 B2 il KDMSC
BRE S PER R CP1-455 I 2 FORALEG TS M 255 8 20
i &4 FE 9 15 umol/L B 30 wmol/L 1) CPI-455 Hii %1
KDMSC B 1 48 h B Alfili L4 H3K4me3 198 15 &
B 5 Tt (] 4C) , 7E Nocodazole 4R REIAEALBERCHT 1 h InA
M7 CPI-455 5 415 CPI-455 4bFRAT A% DMSO &b 3
2, BRI AL SAC IR AR SR ede27 AR BERR LI 4R
H1 Cyclin B 25 [ 1R T 2 T W 22 57 (B 4D \E) .
2.5 FH AL KDMSC B i 2 1 5 2a o ¢ 5 2L 1)
(OP=EEeik s A b E A

it SIS KDMSC BG4 2250 24 h a5
IR, B SAC 2KTG A APC/C 30 FS2 R, ASF 58 1 FH 1
FH A Fa e £ 35 H2B-GFP B & N 40 i & MG-63, 7E

KDMSC-WT

Cirl

TdrtNoe S 0 1 2 3

(R - &S| «ovsc

r _'-- ‘ cde27
J;:A‘ . — Cyclin B

s el ———

| ....”| GFP

A. 3L FEK KDMSC-WT &l cde27 Cyclin B A9 AL RE 00

0 1 2 3 Fui(h)

2 Thymidine 4NARLIEI 26k 5 BERR BB i R 7 3k rp , R 22
SYZUHAT 1 h A CP1-455 8¢ DMSO B T3 41 il 52 i ¢ '
LI AL BT R R G SR AT 225y SRR . R AR
DMSO AbFR 4] KDMSC B i 5 , B R A AT 2253 %4 vh
1205 IR IC I AR Ak (8] 5A B), WIEEH 22y 2L e (a,
TRy BRI , R A 2R e A o) B A i vh e 0 R )
(chromosome lagging) (' Hidi i (1€l 5C) , Fisher S DI 31k 45
P10 & 38 DMSO AbFRZH 55 CPI-455 Ak H2H Yot fA 73 B
L LB TE I B GE 2525 5 (P>0.05,; B SD)

3 3t i

2 B AR 1 R Ak T L B R S B 1
Z— SR R PR R R E AR A TN [R]
N7 A5 R S A M , T S BRUAR ] 4 A g 2 sk g 1012
H3K4 19 = W ALY X =2 S 5 5L % SR s 0
i SR 0T 5 ZRRRRE I & A R R B IAH DG
HATIAN , H3K4me3 1&1fi 3 257 H IL AL KTM2A!
AL KDMS 7 2L [ dzte7 ) KDMSC
JET ImjC S5 R 3R 8 1 A W LS KDM B
Bz —, BA R PEL H3K4me3/me2 A 25 B 3
FLIHBEY, Rondinelli ZE9RF 5T A& PR, ‘B 25058 40 il £
HeLa (1Y) KDM5C & [ & S 1A 2257 2400 I T 1R
FRARE G, RIE B TH &, I 220 2RI
PeshPEeqk #2758 KDMSC Al fE25 T Hela 410G
225y SN R . ARSI LRI SY 2 R R A

Cyclin B
——Cul

“#=KDM5C-WT

Oh 1h 2h 3h

B. A ' Cyclin B/HSP70 JK A HE A2 IR

DMSO CPI-455 = Cyclin B
jﬂ\u{ 12 — DMSO
Tdr+Noc 1 3 6 BEIE(h) @ 1.0 -u- CPI-455
)
L _ CPI4s5 cde27 X038
— N —— =)
S 2 15 30 pmol/L —— - Cyclin B £ 06
—————|| ———— | HSP70 = o
H3 - ER
v || s v . | 3K 4me3 S o
Elmmme3 . s 0 | s s, i o | 113 - OhTh 3h  6h

C. AMHIF] CPI-455 M5 R

E. D 1 Cyclin B/HSP70 JKE{E Lt
TR ]

D. CPI-455 ARSI cde27 Cyelin B i92E 1128415 150

4 KDMS5C pyfgiE XA 2.5 R A 2 M 2200
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D. KA G RSy B R A AN AR H R REIR I

B 5 EHEMERATEERERMTEMGENE KOMSC XA 2255 1 A 5 fF H #E 2 A R4 00

A 22554 KDMSC s A& &, HFEE 173
MR O AH CRET , & KDMSC Y8 (& 1 AN Bl
A 225y 2R TTNUE . SEOX —4R A I A n] RE
5 Rondinelli 55 161 2 g i 5 7 1 FAT 2253 24w v
WA gl fE A o, ARG KB Western blot £l
KDMS5C 764 2253 580 & A= B e B M i 1 O, 45
T BRA L 2 B I8 () A8 B N8 72 2R AL A 2%
AR I AHERR AR A A AT R 4T AR T Y

&M, MR T B — 2 A T

AR A SGARFSE T KDMSC ARG X PR
YA 2253243 SAC KGN APC/C B35 520
1 Western bolt &34 2270 242 SAC K
T F APC/C 0% A b 75 401 FIE 20 Jf S e 28 S 2t
AR I U LSO 521 PR RS A A 22 43 2 v 0 3]
JE I RE R ShASAE L, FEIH KDMSC ARBEE XA 24
53 R ICH 5200, Schibler S5PHRIE | TR 2240
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Kb KDMSC B JEE Y H3K4me3 HEW 5 closed —mitotic
arrest deficient 2(C-Mad2) A1 H.AEH , 7l C-Mad2
5 ede20 WAHEAER, ff APC/C AOMMIGIERE , 405
APC/C i 377 £k Cyclin Bl 1A 225 240
R 1] 5 AL B H3K4me3 19 55 2535 ] DU 3F
YHAT 2253 24 A ) Je B R AR | DTN A 224y
ZAPERE IS, I KDMSC 625 H AL RS 1
P T80 H3K4me3 #5238 J SAC $2 /T KT , 40 A
O R e AL, ik Rk KDMSC s
KDMSC ()25 AR BRSPS AN I SAC 1Y 6 1o
X SR SR AR, ARSI, H3K4me3
B AT e H T A 2 P R A il [ 4 FH Y
ZE TS A H3K4me3 A8 AL 45 5% 1%
35 R ILAREEVE AT H3K4me3 [ X0 45 I 254
S AN REIA RS2 KDMSC 25 H A B S PR (4 520
A 58 45 2 T EEAT 22 0 24 WIHT 1 h A
CPI-455 , LG < B R I A SR i 5 5200 H3K4 (1) H
FEAGIRA | T T 4 L JE I A 52, 3K AT B 3L
TF 5 45 AN ] T SR 1 SR A

25 L riR  KDMSC i 37 M 52 i R JRg 40 i
A7 22 oy SEHERR AEGT T At 40 ] B 7 52 10 o N T
%, HJEY H3Kdme3 58 WA 20 2%
A HE— 2R H3K4me3 X8 PR I & A R e 1
P KA B T R A HLE, A I R YT it
HHs

2 % X M
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