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(ImjC) & KA LE M IR | B 5 FURESE ZE AR &, ILVA kdmSb B A#EAR  i83E PCR £ %143 Jumonji N (JmjN),
ImjC £ M3 A &, A 5x GS linker % 4 | 3 A 3| Az & 38 #4k pGEX-6p-1, 4444 £ Rosetta (DE3) & % 2 4w i 5F
ik EWME G L F At GSTrap, 5 -F 7% superdex G75 #= A & -F X #e4x Resource Q 4t /5 | F AT H — & 3%
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Expression and Purification of Breast Cancer Target Protein
KDMS5B
WANG Shao-jie', WANG Chun—xi*, HAN Wei"

(1. School of Pharmacy, East China University of Science and Technology, Shanghai 200237, China; 2. State Key Lab of Bio—
Organic and Natural Products Chemistry, Shanghai Institute of Organic Chemistry, Chinese Academy of Sciences, Shanghai
200032, China)

Abstract: Histone modification as one of the key epigenetic regulation mechanisms plays a critical role in
various biological processes, such as gene expression regulation and heterochromatin formation. Histone
demethylase lysine demethylation 5B (KDM5B) is a significant protein involved in histone modification by
catalytic domain Jumonji C (JmjC) and closely related with breast cancer. Here, DNA fragments of Jumonji N
(JmjN) and JmjC domains were amplified by PCR respectively using kdm5b gene as template, connected
with 5% GS linker, and cloned into the prokaryotic expression vector pGEX-6p—1. The constructed plasmid
was transformed into competent cell Rosetta (DE3) and expressed. Then, the recombinant fusion protein was
purified by affinity chromatography GSTrap, molecular exclusion chromatography superdex G75 and anion
exchange chromatography Resource Q, followed by circular dichroism (CD) and demethylation activity analy—
sis in vitro. Results of SDS-PAGE, CD and MALDI-TOF showed that the recombinant protein was obtained
successfully with high purity and possessed demethylation activity. These results will be the foundation for
further study of small molecule inhibitor screening based on JmjC domain.
Key words: epigenetics; histone modification; demethylase; breast cancer; KDM5B; expression and purification
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FEWEAE BT LLFEASTS K DNA B8 2L 7 51 48 1k
BT DL T 2R, T FLIR T L fe1, Flis (%
WP NS FEALHE DNA HU L . A 118
et R FH I AARAS RNA 2523 Horp 2 3 & i
o Rk R AL LML 12 F 1k (ADP &b
PR A5, FE LR A 9 2 R RN SR 4 R 4 A
FHBS, DA 1956 R K Ak LA 25 1 b 4
Pk, ATT—E A& 1 AL & — Al aT
WABHEN, SR 2004 45, Shi 2589 Yk & #2212
5 Sk 25 F L AR AT U1 H3K4mel/2 JE AR
AL R 2R, (i AT TR B R b A8t
AR S 2006 4F, Tsukada %% B A Jumonji
C (JmjC)Z5 #4321 ot HAT 4 8 11 25 b
FIThREE. BT, B ARBA 2 ILIEEE 5 NP R
J: LSD1 A JmjC Z5H3RIMEE 1 (JmjC do
main—containing proteins).

Lysine demethylation 5/jumonji AT-rich inter—
active domain 1 (KDMS/JARID])%{%’T@ JmjC gy |
B2 PR R R, A045 KDMSA/JARID1A/
RBP2 .KDM5B/JARID1B/PLU -1 . KDM5C/JARID1C/
SMCX #1 KDM5D/JARID1D/SMCY, H 4%} H3K4
ZHEAk . KDMSB St fEFL IR s A rh gl 4 e,
AU KDM5B A A 1 544 DNEIERR, 15 Ju-
monji N (JmjN)Z5 #4385  JmjC 1k 45 #4355 . ARID/
BRIGHT DNA 254 X .CSHC2 #¢45 il PHD 254
B, H, JmjC R BE IR, SR OGNk
HE HAAFHER N T Fe Ml - I% —BRAEAE T
A REHEA 25 FEARO: TmjN S5F B8 HAE & JmjC
SERIR A B A, YRR AR RS R AT
By 528k, ARID 25 #9 5RE 55 DNA 454 ; CSHC2
PEFR S5 MRS DNA M B AE R, PHD 4544 38 gE fili
RS H3K4me3 A 5 i (K56 AP,

5 & B, KDM5B TE1R 293 i h Rk & b
VA, BN S AR A FLIRE, OF H SRR S
T4 9 ) B AL R BEAH D2 B Yamane S5 R
KDM5B i #l7] BRCA1.CAV1 Fl HOXAS5 %55
KRR 2235, e JEZLIRE AN A5 . BLAb, AHOCHT
5% 387~ KDMSB [ ¥ RE 65 Ik /0 E2 755 1Y
TC e R SRR (4 A 9, fHE: KDMSB X 4E5
R AN R 1 (i SO AR AT /D0, B e,
KDMS5B B URAE T AW | 1 AR 7 AR,

HEHHE, £ % KDM5B (aa 1~769) 1 /& i 2 7
PEFRIFAGHN 157 2, 4-pyridinedicarboxylic acid (2,
4-PDCA)REFE RSN ALK -4 6] KDMSB i P,

i B LA KDM4A/C 5 KDM5B 45 ¥ Sy JE At i 7 41)
FEXTFU 2, 4-PDCA 5 JmjC AE7EA AR Y, It
Ah, B X4 KDMSB A w5 i T 0 1k 3K 75 (10 X
KDMS5 7% 8 1R S PR ] A 3361 55 PBIT o %
RIS, FLF FIRAESE, TGN T
Sk, ARSI Rk B JmjC 45 H S AR e A A
AN AR e X R, (H i T8 A Rk
ATV IR, fe 298 TmjC # JmjN i GSGSGSGS-
GS (5% GS linker)#: 2, F1 FoAH A JFAZ Fak ik
pGEX—-6p-1, ZEMAH GST b, HHITHEN
JoAE JRAZ AN B T P Rk, I TR 2%
Faifk, A GST 5 £ ve i 25 Z [A] 45 PreScis—
sion Protease 1R 517 %l 1) ’E&%E&J?@J, fF GST
FREEVIR o B %A B AL L 2] Rosetta (DE3)
PEfT R LA, M85 TN Fl JmjC Z5449 358
FE L, SDS-PAGE | [# — &% F1 MALDI-TOF
SrHT R AR S ek Al A A
RIS, TR T/ Nl e i

1 HESF®

1.1 HENBZEMAM

A pGEX-6p-1 (& 1); JRZZS40E: DH5q,
Rosetta (DE3); ¥ A SLL5 % -80 CIRIE o
1.2 FEXWRAFFIEE

Prime STAR Max DNA Polymerase, BamH 1
1 Xho 1 BRI PE N VI, T4 3% $5§, PreScission
Protease (H A<~ TaKaRa 22 F] ); DNA SE% AT &
ATORL /N 120 & (B R AR ) TR A R
N ]); GSTrap £ FlFE, Resource Q BH B384t
superdex G75 S0, AKTA 25 14403 (36 [E
FHHLES A ) JASCO J-810 8] — 3% (H 443t
P 2x4t); AB Sciex 5800 TOF/TOF JFii A% (35 =
W EYI RGN ). AR 1 H3K4Me2 (aa 1~26)fiK
o A T AR TR IRA A A K, 2T 5
4 ARTK(Me2)QTARKSTGGKAPRKQLATKVAR.
1.3 S| E R

JmiN _Ei#51%): 5'-CGCGGATCCCCGGCGC -
TGCCCCTC-3" (FRIZ A BamH T 13 45); JmjN Fiif
514 :3'-GTTTGAGCACATTTTCCAAGTCCAAGT-
CCTAGTCCTAGTCCTAGT-5". JmjC Fii7514: 5'-
GGTTCAGGTTCAGGATCAGGATCAGGATCAGA -
AGCATTTGGCTTT-3'; JmjC R i#514): 3'-CGAC-
TCCGACAATTGACTGAGCTCCGC -5' (K Rl £k Ky
Xho T0755). 5 191e e TAEY) TREERRA RIS o
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PreScission™ Protease

| Leu Glu Val Leu Phe Gln J'(;ly Pro | Leu Gly Ser Pro Glu Phe Pro Gly Arg Leu Glu Arg Pro His
CTG GAA GTT CTG TTC CAG GGG CCC CTG GGA TCC CCG GAA TTC CCG GGT CGA CTC GAG CGG CCG CAT
BamH 1

Nar 1

EcoR V
BssH 11

Apa 1
BstE Uy 1

B 1 #Hfk pGEX-6p-1 Ky EiE
Fig.1 The map of vector pGEX-6p-1

14 BHEREREIKRER

AN kdmSb JEPUNAEAR, 73 5% JmjN (aa
13~100)F1 JmjC (aa 366~601)F51~ Bt 47 PCR
P4 AR R(50 pL): 514 1 pL, Btk 1 pl,
22 wL KHE7K, 25 pL Prime STAR Max DNA Poly—
meraseo, S & 98 CHIZAETE 1 min; 98 CAR:
10 s, 55 CiB kK 5 s, 72 CHEFf 5 s, 3L 30 PMGER;
5 72 CHEM 1 min, PCR P=H& e eI
Tkalifb)s, B DNA SER RSO &3k . AR5,
PL JmjN JmjC Pi4~ PCR R B ML, SR H JmjN
SR JmiC RS, e B A RN A5
FATRLE PCR, RVAKFR N 50 pL: JmjN JmjC P
A PCR H B 1 pL, JmjN _EI#519 1 ul, JmjC'F
W59 1 L, 21 pL K#E K, 25 pL Prime STAR
Max DNA Polymerase. =42 B JlE A 5k i L Uk 4l
fbJ5, H DNA #ER DGR &3R5 . DNA SEK [m]
ISCRE P42 B DNA B [ ISR e e BH 5 A 7 o
1.5 FRAHERNE

¥Rl PCR 79y AT XU Y] (BamH 1 F1
Xho 1), 3£ 30 pLIAZR: 25 wL @& PCR 72#); 1 pl
BamH 1 ;1 pL Xho 1 ; 3 wL 10x K buffer, fi§1] 4 h,
[T, K pGEX-6p—1 ZAR A T XU Y) (BamH |
1 Xho 1), kMR o HIIER R BofZRiATE T4
HREEHER T, 16 CH##E 6 h, 10 pL & R: ik
1 pL, B2 3 pl, 1 pL T4 ligase, 1 pL 10x T4
ligase buffer, 4 wL K&K, B = YLz
A 40HE DHSa, 4270 2 LB AR 24 F, I
YIJG 025 B AR T B, PR e e 1 455 5%

pSj10ABam7Stop7

PGEX
4900 bp

EcoR T "G 1 Sd 1 xpo 1 Not 1
Tth111 1

Pst 1

AlwN 1

pBR322

ori

Je Fh AR TR, 3% AN AR EOR (1) A BRA H
T
1.6 FRIELERIEEK

H5-80 CHEAEHY Rosetta (DE3)/EAZ 25 4 iy fil
£k, AP IE#R R 1w, KBS F 30 min,
42 CHE 1 min, VK EFI%E 3 min, M TIA
HAR A FEZEAR LB L, 37 CH R RY
12 h, Pk 3 B — 1) IARFRAS K ) B v e 2 i A
LB 553, 37 °C.220 r/min & RKIEFE .
1.7 /MEFREWR

TEATRI) ODgy (8 IPTG e FE T BE R, H4 K
ZAS AN TR I R], 5140 224 B B PR AR 4
ODgo M 1.5 B, INA IPTG A FE Jy 0.2 mmol/L,
W5 16 h, R, AU IPTG B XT e B
KiFES B SFHEBAS 3 mL ELL, FF EIE, 7300 L
PBS buffer, B 2IRE%), H Sonics # 5 I AR
PR . ORI A o B0 IS OB S R 5
SO IS T SDS-PAGE HLJK o
1.8 EHEEAKEEMLGWL

BCIPTG 5 e RS TR R R 1 L, B350
FEFE FISRESEEE, I 25 mL PBS buffer (140 mmol/L
NaCl, 2.7 mmol/L. KCI, 10 mmol/LL Na,HPO,, 1.8 mmol/L
KH,PO,, pH 7.5).20 L 1 mol/l. MgCl,.25 pL. DNase.
50 wL 10 mmol/L PMSF S, 1 000 bar /&
JEMETA . 12 000 r/min 2.0 1 h, B . 50 mL
PBS buffer - GSTrap £k, 25 mL & 15Tk
4 FAE, 100 mL PBS buffer 5 3EAE AR F 1k
E G 1, 50 mL cleavage buffer (50 mmol/L
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Tris—HCI, 150 mmol/LL NaCl, 1 mmol/L DTT, 1 mmol/L
EDTA, pH 7.5) Sl GSTrap, s cleavage buffer 5
PreScission Protease {R-A 7 FAE 1 AMEAFLS mL),
HIHFE T, 4 CHFYI 12 h, 7 30 mL cleavage
buffer J& it VI Bk GST 525 Y AL H, = Ja
25 mL elution buffer (50 mmol/L Tris—HCL, 10 mmol/L
reduced glutathione, pH 8.0)J&¥t5 GSTrap 454G
FEE 1, (2T AR AR UE TR A . Bcleav-
age buffer Vel A& M A RIEAE 2 1 mL, 4 CE
Ly, FAEZEE F 130 mL buffer A (50 mmol/L NaCl,
20 mmol/L Tris—HCI, pH 801171 superdex G75%)
U, A buffer A JeBt 1470 FHAEAF (130 mL).
o 1A A7 AR 1 BOSCEE WA Resource Q
BHE T35 tE, B buffer A buffer B (I mol/L. Na—
Cl, 20 mmol/L Tris—HC1, pH 8.0)# & ¥/ 50 mL
(09%~100%)
1.9 FZEARZREMRA

I3 — €3 190~250 nm FYWR B AT LA SRAE 2R
FUTTY - RE5H . 5 183 Tris F1 NaCl 152 MR AE
190~250 nm i A AR M A, DA abe 3o 1o o 4 8k
T D7 B i B E] pH A 7.0 1920 mmol/L
PO S A o T AL S8 M ROk 2 11 o B e 4%
4 0.2 g/L. (#3id NanoDrop 2000C MIx). FVEST &%
1845 300 L FEAL A BIE b G, By 1k 7= A
S T 190~250 nm P, SRAFE MG EEEIT
PR
110 FFFRESNEERR

PR S P 2% L M W e BB B o
MAKZ (100 pl): 20 wL %A 10 pg JmjN-5xGS-
JmjC T E AR (& MR R 20 mmol/L Tris—
HCI, pH 7.5, 150 mmol/L NaCl), 20 pL 2 mmol/L 4k
AZ C, 10 pL 1 mmol/L o) —f%, 35 L 50 pmol/L,
(NH,,FeS04), 5 wL. 1 mmol/L, PMSF, 10 L 50 pmol/L
HEE 1 H3K4Me2 (aa 1~26)k. 37 C/K¥ 2 h, i}
G RN UG, B EP 5 CE UK E 3% 2 43 Hril ik
L P &, F MALDI-TOF J5i ji 46 0 2 25 1
H3K4Me2 RIAIXS 70 B2 15 A A2 1k

2 #R

2.1 JmjN-5xGS-JmjC EAHFRAHE
PANIE kdmSb 3 (Gene 1D: 10765) M4,
PCR #1453 JmjN (& 2A)F1 JmjC (& 2B). Big
BEEEI B Ik 25 SR R, PCR 79 i BE K /NG 1A
264 bp A1 708 bp, SHELSMHA—3 ., #H—H LI

BB JmjN A1 JmjC PCR 724 AR, R4 7R
& PCR 434, FEBURAEEIE v vk A 1) — 25T AE
(KNI 1002 bp HIZH5 (] 2C) . B KRG
P HAJF I PCR P4 BamH 1 Rl Xho 1 BUHEYIIF
LR pGEX-6p-1 JFokir . ki DNA B Fr4s
FAESAH AFES N TmjN-5xGS-JmjC &4 4 11 %t
VA DNA F B,

&

bp ~ bp W~

500
400
300

150
100

2000 2 000
264 bp

1000 1 000

4 750 750

500

250

100

500
250

100
50

(4) (B) (©)
B2 DNA IREEHERER k4R
(A) JmjN % 13~100 R IR B 3 2 DNA K B89 2k ; (B)
JmjC % 366~601 £ 2 B2 #F 5 DNA A 49 & 5k B ; (C)
JmjN-5xGS-JmjC FHEK G xF % DNA A BBk A
Fig.2 Results of DNA agarose gel electrophoresis
(A) Electrophorogram of DNA fragment of JmjN (aa 13~100);
(B) Electrophorogram of DNA fragment of JmjC (aa 366~
601); (C) Electrophorogram of DNA fragment of JmjN-5xGS—

JmjC recombinant protein.

2.2 GST-JmjN-5xGS-JmjC [R#% R Mk

W A5 00 T VR 22 20 R A 2500 S AR A 1
T WS BA P o BB, SDS—-PAGE 45 & 3 FiiR .
SDS-PAGE Z5L i /R&15 %5 3 M HLFIRELE 60 kD
X IR I4A B S A 2 BT 451, T HLYS GST RS 1)
JmjN=-5xGS-JmjC & 1 RK/MH—2, i E4 &
PR T 753 3255, I HEkE M 3 A~ B e A AH
R4 T AR T B XA R AT &3,
PR R IR TR0 I 250 K5 1Y B i B
YBR[ 251 A8 55, 22 B Al MR i fe B 0 3R 15 19
TV i FE A B0 43 BS (AR it A I B AL 2 1K
b LB H RS 38 LA ATE X AF AR, 34
EIEH R
23 BREBLTER4H
231 FTAEGHET

TEAHEY] GST Ar%5 15 &L, elution buffer
VR T R BB R GST FR&s B 15T, A4 2 3%
P2 7 50 F0I AR X 43 B 5 29 60 kDo ] 4 i1y
VKIE S BRI PR MG Tk H I M, S o B T
DA AEXT 43 B K/ A o
2.3.2 GSTrap # FnAE 4640

WRRIEMEATTA GST fiairss, ik
Al AR GSTrap 25 fidEafife H 09 & 1, HARYE
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66.2 rm-.m_ .-.--. & £ GST-ImiN-5xGS-JmiC
45.0 -—w = = (60 kD)

35.0 -’.. !3!!:

184 “---’- B e o
-
..

Monoclone 1 Monoclone 2 Monoclone 3

B3 MhEREMRER
M: & &R 5 F M4k 14,7 REFF09 Lk,
2.5.8: FFHEMAHIR;3.6.9.FFEBE LR,
Fig.3 Results of expression test in small amounts
M: Protein marker; 1, 4 and 7: Supernatant of non—induced
cells; 2, 5 and 8: Mixture of induced whole cells; 3, 6 and 9:
Supernatant of induced cells.

Kb M 1 2 3 4 5

116.0

GST=JmjN-5xGS=ImjC
(60 kD)

66.2
45.0
35.0
25.0

18.4

4 GSTrap Enaift EEHER

M. E G RARST > F R EARE; 1 AFHEE R, 2~4.PBS
Wik 5. R R G R,

Fig.4 Results of GSTrap affinity purification and iden—
tification

M: Protein marker; 1: Flow—through protein; 2~4: PBS wash-
ing; 5: Elution protein.
GST b2 5 H & M v Be 2 (11 3C BgDIA #,
225 PreScission Protease [ n] IAS- 2] GST
[ JmjN=-5xGS-JmjC. & [ RAR R L GST HF
FEAr B IFAE LB D) ), W B — 2 R RE i, HE 1T
SDS-PAGE HLIK /T (E 5). VkiE 9~13 “APreScis—
sion Protease i U J5 HUPENE I, HLARHE 34 kD 4b
AT DL — 25T RE A 1 B 25, (B AT SR A 45 43
IR BFU ) E 40 28 11 A1 GST,
2.3.3  Superdex G75 %-F i 44t

H T GSTrap Zi{b15 2 #Y JmjN-5xGS-JmjC
(34 kD)AEEEAGE, i@t 5 AT LA BB EN
S ARV 58 2 A GST An 28 M E 4 4 1
(60 kD)F GST (26 kD)ol T i 85 1 B 4 2 B g, AR
i HAREE 1250 S5 2% B I A AN 40T T i i 22
S, PP TR 43 S AN [ 118 0 e B ) £
TEHE superdex G75 #k22alifh., orFiiialifb ik an
Bl 6A 7N, (o il 2 B0 T m i, [ s A R
JBEZH 531 SDS-PAGE 25 (I 6B) i /K: 55 4.5 ik
T S5 2l R, XN A PR FR Y 48~54 mL; 7.

[l

& <—PreScission Protease (46 kD)
< JmjN-5xGS-JmjC (34 kD)

W< csreskn)

5 GSTrap FEMALER

M. &G RAastoF REAFE; 1 RFOEE R ;2~6:.PBS
ik ;7:Cleavage buffer AE P 47 ;8. PreScission Protease =
cleavage buffer #7 #&-/& 42 F 4 ; 9~13; Cleavage buffer %t
49 % & Ji 5 14 . Elution buffer #eW69 % & /T,

Fig.5 Results of GSTrap affinity purification

M: Protein marker; 1: Flow—through protein; 2~6: PBS wash-
ing; 7: Column balancing by cleavage buffer; 8: Column bal-
ancing by mixture of PreScission Protease and cleavage
buffer; 9~13: Elution protein by cleavage buffer; 14: Elution
protein by elution buffer.

8 VKB 257t X W Ak 2R 25 2 /N, Pk R FR
41 57~63 mL, Bl GST FRZE [ 5 2.3 UKiE 424
W N GST, YRR, 42~48 mL; JKiE 1 A
VEBLAARFN 39~42 mL, BIFLERATE . 45 4 F11 5 ykiE
Sty o2 R, AT RE SR 2% 2R AR /D ik A A6
R A B IR, DRk L 2, v 4, PR R T SDS—
PAGE, Z53 N 7 B, 22 LR b
0u0
0.35 1
0.30
0.25

0.20
0.15 7

Ultraviolet (280 nm) absorption curve

T T T T T T T T T T T T T T 1T
0 6 12 18 24 30 36 42 48 54 60 66 72 78 84 90 96 mL

(A)

kD M 12 3456 78

\

116.0
66.2

45.0
35.0

L
W

\

250 e
18.4 - JmjN-5xGS—=JmjC (34 kD)
144

(B)
& 6 Superdex G75 Zif{k 4R
(A) Superdex G75 #ift i 2% 5 (B) #6ALLL 4% SDS-PAGE,
M: &G RAAST 5 F R EAFE;1:39~42 mL SR BLA S ;2 Fo
3:42~48 mL ZEBLA L ;4 Ao 5.48~54 mL PR BLLL 56,54~
57 mL ZRBLAA ST A7 8.57~63 mL LIS,
Fig.6 Results of superdex G75 purification
(A) Purification curve of superdex G75; (B) SDS-PAGE of e-
lution components. M: Protein marker; 1: 39~42 mL elution
components; 2 and 3: 42~48 mL elution components; 4 and
5: 48~54 mL elution components; 6: 54~57 mL elution com-

ponents; 7 and 8: 57~63 mL elution components.
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S
1160 e
66.2 -

450 .
=7 Concentrated JmjN-5xGS—JmjC
350 w7 5

..
250 -
184 -

7 F45KEEARAGHRGERFH SDS-PAGE
Fig.7 SDS -PAGE of concentrated protein from the
mixture of the fourth and fifth lanes

2.3.4 Resource Q A & F X #Azshilb

4 superdex G75 4fifb 2K 45 114 488 4l Pk Mo 21 43
IR IR G b, L BATIIRA D B2 P A0
(B 7)o AT i EEAE WL, A
AN [ AR 5l Ar A (] A 20 8 D B ) 4 5 A
Resource Q 2kZ24fift.. 220 pH KR TEAHEN
4 L, IS A R R R T, BB Re-
source Q SR} AYECILLE S, AR]85 115 A4 Y HAL far
25 FEY Resource Q Z54 50 FE AN, i1 #
o U S ) LR R, AT A 25 B E O Y 2 1T
VEATHRLFEVEN o Resource Q ikl £E anE 8A B
71N s SDS—PAGE H B 2 11 J5 2% Xof oz 1 Jd 14 AR
48~57 mL (/& 8B), Ui B AL Alifb IR B &
JmjN=5xGS-JmjC 4fiF KT 90%.

AU
0.150

0.125

0.100

Conductivity curve (mS/cm)

0.050

0.025 Ultraviolet (280 nm) absorption curve

0

w ¥
116.0 -

66.2
45.0

35.0 "‘]:] <— JmjN-5xGS-JmjC
(34 kD)

25.0
184
144

B)
El 8 Resource Q 4L R
(A) Resource Q #ifb £k ; (B) 48~57 mL #4045 49 SDS—
PAGE,
Fig.8 Results of Resource Q purification
(A) Purification curve of Resource Q; (B) SDS-PAGE of 48~

57 mL elution components.

24 BHEBZREHRIE

R T A AT R D E T Hol2As
P, B BT A A AN [R1 R B 138 — (A PR
2557, ALk E] DUR M R A
Gekty . nE 9 R, B ik E e LISl E
EHA R,

10
51

0 T T T T
_5 190 200 210 220 230

-10]
~154]
-20-

B9 JmjN-5xGS-JmjC HE Z @ikt
Fig.9 Circular dichroism analysis of JmjN-5xGS—JmjC
2.5 EAEFMEIMNEEK

AR5 A DL B 2 AR 1 bR R T /N
GG, 43 28 2lifk 3R A5 i E 4 8 A HA AR
YridEE, fESL s AT LA E A E R A L AL
RN RS B AR s, EEE L L
SN, R BRI B o ARG ME IR AL B 11
Wi ZZ ik H3K4Me2 (aa 1~26), HA KPR F 41 N AR-
TK(Me2)QTARKSTGGKAPRKQLATKVAR, HH X} 43
TRy 2 838.3, WAL Z: 1 T EESLH](-CHS3),
HARX; 4> 7 BRI 25 14; 2% Fe A H 3 3L A7,
ARXT 43 Bk 25 28, WA DL AR RE LR 41 2R
HEAT ZSH A M . ARSIz v 2 T AR T
I J5i /) MALDI-TOF J5t i3 43 B (1F B 715 5X) 45 2R
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