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ZAZHE e ol A, A w, R sw FEw GHY A ge=
a}o]ﬂa}ﬂﬂﬂgj Hom e 5= vt ofoll Hako], Al B e Al
ghojH el = ghrhd B Lokl A WRlol whekA, o & 5ol EE FFE

[170]

[171]

[172
[173
[174
[175

—_— e e

[176
[177
[178
[179

—_— e e

[180]
[181]

ol w2z A o) W 3 el nhe ) ek v el g Fate]
g 0ok A E] A sk, 2 g ol W97k 8] AN R A ool €3
AT E A obuth

AAd 1 AE Y= 2 DNA &

10% fetal bovine serum<- 3 33} McCoys Sa Y| X (WelGene A} #| )&
o]-&3lo] t)gd kA 3 HT-29(R) 2 HCT116(S)< vl 93} 2 o v F-12K
W Al (WelGene Al Al )& o]-&3)o] #H A 3E A549(R) 2 NCI-H446(S)=
1l &3} $1 31, Minimum Essential Medium Eagle ] X|(ATCC A} A| &)< o] -&-3}o]
A3 293T(S), 84 32 MDA-MB-231(R) 2 SK-BR3(S)< 2+7} 37, 5% CO
28toll A Wl F 3Gl T

AN 2. BEREwl kA W W o Al B ¥ =9

B2 R ol vgks w3 W e (pCMV-BRG1-BRD)Z A| %3}7] ¢35},

ke o] =2 GFP-N1 ‘iﬂ B o] 3711 2] &9 %] 4] & (nuclear localization signal : NLS)
9} myc epitope TS S A A SR H FAHAAT A £ 02 Fol VA VoS
& = U XﬂZ}O}S’«i‘?}. ol u}, 371 2] & X2l & 9} myc epitope -+
pCMV/myc/nuc ¥ ¥ 2] 693 ~ 833 ¢ 7] F--5 AF&-3}3 ) BRG-1 71 #}-9]
H 2 2 &1 9l (bromodomain, BRD) -2 S8 A 4 vk-& (polymerase chain
reation, PCR)S 53] A E M 3 5 W 62 X elo] &2 AFE-3lo] T & A
Holxl &S 370 2] 39 X2 % 2} myc epitope F-i-S § A1 7] GFP-N1 H# E o]
F2Y3 A= 1), 29 5 )% pCMV-BRG1-BRD H & & 7] 2] nl &
WHH S B3 wll G o] 7 A A A 5E 293T(S), W84 32 HT-29(R), U7 Al 32
HCT116(S), | Al 3£ A549(R), | Al 32 NCI-H446(S), 118 9 Al 32
MDA-MB-231(R), -4 3 SK-BR3(S)E0ll ZH#E T 0] E HIHE ALE3
PAEGAA GAABAEE A3

-0

o]

A AWM F 5 (forward): 5'- getectegagatggecgagaaacteteeect -3'
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[182] X AWM F 6 (reverse): 5'- getcaagetictectegecttcactgte -3'

[183]

[184] AAd 3. BErewQ thEA Atk d ot de o] Az 5 A )
=9

[185]

[186]  H =X ImvQl vhaa) A2 2y e S Ax2sk7] 95ke], a4
AAFA7F gz D2 7 H 9] 2efolv F o] &sfo] A7) e} gho] k&%l
BRG1-BRD9| WFA)] of w9 v 7te A 7] 5~ AZA W55 <=3 (blunt end
ligation) 3} A 1}, A AW 53] G A& Foll A Ak AA]HE9 7}
Sl o] A WhS 1A} o AFE] 1= Alo] = 9] Al(gel)s A ET 5, Al Aol A
DNAE AA 8-t} 21 §- A% DNAE 38 2 2 3}o] 717} Xhol 2 Hind3
AGta s AR E 2= AEHE 5 H 69 Zeto]HE o]&3}o]
THRLAANG S Fo mER vl o]FA S ¢S 85l DNA @ =
AT} Ao] 7 DNA W2 7] A A6 298] W of] w2} pEGFP-myc ¥ B o]
F2dste] HEREWQI oA 3 W E (pEGFP-myc-BRG1-BRD-dimer)
Az}, 2 ¥ o] ¥ pEGFP-myc-BRG1-BRD-dimer ™ B & 7] 2] j| &
WS F ) vl g o 21 A A 293T(S), T A 3 HT-29(R), th b Al 32
HCT116(S), | A 32 AS49(R), A 32 MDA-MB-231(R), -1 ¢ Al 32
SK-BR3(S)=°ll FAmslste] dEARAE A0

[187]

[188] AWM F 7 (forward): 5'- gecgagaaactctecect -3

[189] X AWM E 8 (reverse): 5'- ctectegectteactgte -3'

[190]

[191] Egh A7) o) #o] Al o] HR R I=HQl o] #A & ¢FS 85k DNA
S o2 5ko] 717 Sall ¥ BamH1 A|gHE 4 X295 2= A S
9 W 109] ZefolH & o] &olo] FHFELAMNES Tl & ATash
AA TS zh= LR Rl o] FA & ¢t5 88 DNA T2 At
Ao} 7] DNA 932 7] AlzH ol HE Rl o] el WE o] th&
AgE s AAF-H W2 AF])sto] SRdske] HR R vl AbgEA] 2
H B (pEGFP-myc-BRG1-BRD-tetramer) & A 23} A U2 2). A2 H M EHE A7]
A AT e 22] HRH o] wfe} G4} 7HA] 3 HEK 293T(S), WAl 3 HCT116(S),
| FAISE AS49(R), #| A 3E NCI-H446(S)E¢ll F A= slo] FHASAE
LA

[192]

[193] A AWM F 9 (forward): 5'- getegtcgacaagecgagaaactctecect -3

[194] A AHF 10 (reverse): 5'- getcggateeectectegectteactgte -3'

[195]

|

[196 AR 4: ZHup AL ZALY | E AES AL
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[197]

[198]  AAld4-1: AAAFAN M9 Zhutd ZALo] W E WEH A}

[199]

[200]  FFEARA AL whE FE S QG A o] AEES Felskr] A elA,
47 gkl 293T A 3E(S)E 100 H %j Al (culture dish)ol| 2 x 1054 L= 3573}
o AR S ZAFSFS O A9 -ray (137Cs; Cell Irradiation System, GC
3000 Elan-Model b; MDS Nordion, Ontano, Canada)& o] &3} FHAZF 0 U A 5
GyE XA 5- 10Y 5 Al o] AEES S<lsto] I 3o L eI A

[201]

[202] 78 {HA| 3L HEK 293T(S)ell 2l ojA] B2 R w=Ql el
B (pEGFP-myc-BRG1-BRD) S H 2 W | Q1 v}-gkA] &)
# E] (pEGFP-myc-BRG1-BRD-dimer ¥ pEGFP-myc-BRG1-BRD-tetramer) = & %l
#2315k A Lol A BRGl HZEE <] 1= BRG] H 2R 1<l thegs)
Az o] Bl = A2 el vh(= 39| B) H31, o] 4%l 3 Gy
A 718l AR AR A 10% o] she] &2 UERY o] B2 R = el
W] 3} 4] g Ul 27 O 2 A pEGFP-myc W B 2 & A A 213k A 327} 4 Gy of A
°F 10% 9] AYE& AR} oF gk AR A7)0 M e A7) APE B 1 (52 39
A), °] & 9] IC50 #ko] Z+2} 1.60, 1.20 2 0.97= BRG1 B. 2 |9l o] t}gkA)| 8}
A5 A F o] WA W7 ST = A1e 2218kl 39 O).

[203] o] g Az, LRl uhE HRRE S e ME 5 o] &%

B2 5] 919] M) AR MRS 7144 & 98-S e v,
Bl E s nR R ele) B 815 o A4S 1 G} B7hE S AR
o) o] .

[204]
[205] A Al o] 4-2: SFA E oA BRG1 B2 R Er 0] 2 o] 9] o] A w3 o) & 3}
ZHul A FAL W& AES ZAL

[206]

[207]  FPEARA ZAbel] w}2 BRGL HEREHQ T o9 oA 5 L a5
A A3 A XS] AESS 3ol 7] 9a) A, A7) A Ao 4-12] HFH S
AH&3te] FA AR A EE ] AEEE 3] I 4 4] gl LrERA AT

[208]  ZBAFAISEQ] 293T Al Eok= Eef AdnhA ¢l Zrg X o] E i 0 2 A 3o
Az 9] B o) 2 o] Fo| 2|4 ghiz AEEL EA)8L7] 0, 2H7he] ¢hA| E |
HZ R T 0] = o] 9] o]gA & W] 57| &-o] 3 ulo] g 2 W E]Z A 23}
A3E A skl

[209] O HAIE HT29(R)ON Qlo] A M2 5| <l ¥l W E] (pMX-myc-BRG1-BRD)

el o] 2kA) k3] # E] (pMX-myc-BRG1-BRD-dimer) &2 & 2
kAl Z ol A BRG-1 HZE |l o] ThekAl fi= o] A o B & w3l ¥ =
AN A (2 49] B). =5, o] A -F-oll &L A7) 9] FhnpAR S

x
K m

PO U
ot e

S
fo
O,
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ZARFS S ), L2 R e w0l W el 4] ok U2 TS 2 A pMX-myc H B 2=
FAASG Az AL Apr e AE2ES Y= 2E
SFlEF 3L (I 42] A), °] &2 IC50 fto] 7+7t 2.81,2.40 ® 2.012 BRGI
H 2R e Qo] thgal of w5 Az o] WAL WAtV b = Al
ZHRIBEA T 49] O

[210]

[211]

[212]

[213]

O Al 32 HCT116(S)0ll Aoj A B2 e v 91 1h3
HE] (pMX-myc-BRG1-BRD) == H 2RI Q] o] 4] Whe]

H) E (pMX-myc-BRG1-BRD-dimer) = 5] A A gsk A 3ol 4 BRG-1

HERuclo] ggkd iz o] A e 2 e ¥ = Al o] goly]

B). B35k, o] 74 -9l 3 Gy M| 7] 2] WAFAL ZALol A F 10%2] AE&S

BRREYRS W 3lX] & U270 24 pMX-myc W EH = 2

A|3E7}F 4 Gy ol A 9F 10%2] A& At ofgk WAl Al 7] oA & QFA 27}

AP“J‘ HD%(E 591 A), ©]=2] IC50 fko] 717} 1.88, 1.12 R 1.023 BRGI

LuQlo] A sl Ha s A2 o] AN HIZH T S = AlE

E}OJ o}%ﬂr(E 59] C).

H $HA| 3 A549(R)©ll Qhoj A MR E 2w 9] W& W E] (pMX-myc-BRG1-BRD)
T HER eyl o)A wa W E (pMX-myc-BRG1-BRD-dimer) = & 2
ZA8kgk Aol A BRG-1 H 2 W Iem| ol o] vk tav= o] A el 2 ey =

7o) FAH ATH(E 62 B). 3k, o] A0l 6 Gy Al 71 2] AR Aol A oF
10%9] BEEES e o] HERE S B atA] g+ dR2a 02 A
pMX-myc W B 2 P - 135k A 7} 8 Gy ol A oF 10%2] BE& At of g
WAL A 7)ol A 5 FAI SZ7F AFE E (I 62] A), ©]& 2] 1C50 ko] ZH2} 2.88,
2.49 B 2,007 BRG1 H 2= E. 2w Qlo] U}&FA| 5} a5 A 3 o] AR W=7}
7 = 212 el th (& 69] O).

FHFOE A 2 MDA-MB-231(R)¢ll Qlo] A HE m o] k3]

W E] (pMX-myc-BRG1-BRD) H-+= H 2 X 2w ¢l o] kA 3]

9 €] (pMX-myc-BRG1-BRD-dimer) = & 2 1 8-+ A 3ol 4] BRG-1

HZREuelo] vekA i o]k 2 e ¥ = Flo] Folu (79

B). 3k, o] Ao BTk A7) kAl S ZAES S ),

HEREW S B3] g g2 024 pMX-myc ¥ E] 2 &2 7 g3l
A AEH A e AEES UE & 2E S8 79 A),
o] &2 IC50 #to] Z+z} 3.01,2.61 ™ 2.46 2.5 BRG] H 2 XX ¢l o] )&k 3}

Ay A o] WAk JIZE 7 S71E = 2SSl skl th(= 79] O).

T SHAIEZ SK-BR3(S)oll 2loj A HE R e el e
¥ E] (pMX-myc-BRG1-BRD) B+ H 2 5 12w ¢l o] gk 3]
9 B (pMX-myc-BRG1-BRD-dimer) = & 7123}k A 3o 4| BR
BRREv o] vhakA] s oA FE & 3 v = S0 @} m A ohE 89
B). B3k, o] A -oll T Ak Al 7] FFpg A& AL S v,

:

UH(E 5]
LHERL o
%] g}k

T T

~m0§9

Hd

O



29

WO 2012/141504 PCT/KR2012/002773

[214]

[215]
[216]

[217]
[218]

[219]

[220]

[221]

Iz
VTR

fu do o Lo
A
W
o

=
=2
O,
lo
o
o

=

AEg Ayp e %&a%g L}E}LH = A ﬂo] 3} (E 82] A),
Z 8390 EBRGI BEELEd Qo] vl s}
7} 7 e = A gl A= 89 €).

o i, O,
é:iﬁ
ol
Fom
=
i
%
= g
xo, L

IS

o0

o0

=
o

of| A o+ A o

2 lof
.

B4 X

A A ¢ 4-3: FAFAA BRG1 HE R =] 9] ALEEA] ¥HE o] 9] 31 7hu} X
A W& AEE AL

AUPEAA Aol W BROI Ml ol o)) L -
AR AEEE ﬂdﬂwﬁktﬁﬂ°¢wl

=
Nl
=

q]x]—o]-,q] SLHCT116(S)0 Joj A B2 R ol e
9 E] (pMX-myc-BRG1-BRD) F+= H 2 R v o1 v}k 18]
W ] (pMX-myc-BRG1-BRD-dimer % pMX-myc-BRG1-BRD-tetramer) = & 2
25l Al 2ol A BRG-1 HE R = Qlo] whakA), o] BFA| W= ALEA)] o B =2
W& 3= Alo] 1 ATk 99 B). HE3E, o] -0l T LT A7) €]
AP AR & ZALSEQIE ), B R R e ¢S ek A] g ﬂ]Z;L 24
pMX-myc W B &= FAH G A F o =& A st AEES e =
A& Fo HEE v Qlo] U EFA s} Hap s Al o] AR WY S obe =
215 218kt 99 A).

ﬁ%l?.%xﬂﬁ A549(R)ol| AN A] H2 R ¢l wa W B (pMX-myc-BRG1-BRD)
B 2Rl thekA ke W E (pMX-myc-BRG1-BRD-dimer &
pMX -myc-BRG1-BRD-tetramer) = & & 7 2k} A Z o]l 4| BRG-1 H 2 51| ¢ 0]

A, o) A = AFEA A E = EH H = Alo] Rl Ak 109] B). B3,
o] Bl TAG Al 7] o] FrpA S ZASNS W], LR R WS
34| & RS2 A pMX-myc W H =2 2 A 2Hek A o] A
R ste AEES U= A Sdl HRR R 1o kA sl d ‘T‘%
Al 32 o] WAL RIZEETE S 71 = 21E 218kl vh (I 109] A).

# QHAI S NCI-H446(R)0ll 91 o) 4] H g R a9l k&
H B (pMX-myc-BRG1-BRD) =+ H 2 2= Q1 v} &
W ] (pMX-myc-BRG1-BRD-dimer % pMX-myc-BRG1-BRD-tetramer) = & 2
25l Al 2ol A BRG-1 HE R = Qlo] whakA), o] BFA| W= ALEA)] o B =2
T E = Ao] FRIH k(e 119] B). B3t o] 450l 5 A gk A 7] 9]
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Z/\]_-;g]_oﬂvg Iﬂ] v Y

| Qlg W ok A] B R S 2 A
pMX-myc® B] & A A 23k A ko] AEg A} vk A& S-S VER &
e Fa HERevlo] thekA 8l E5 Ao AN W) S =
ZE gl AT 119 A).

o3 Aubiz, HE R )¢9 Wl o] Fe|
BAR A SN
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AT
BRG-1 ¥ LR EW Q& & o) E9hsle Al v,
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[Fig. 2]
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[Fig. 3]
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[Fig. 4]
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[Fig. 6]
A B

100~

Y
o

—

Surviving cells(%)

s DMX
== pPMX-BRG1-BRD
== pMX-BRG1-BRD-dimer

C-myc

0.1
0 2 4 6 8 10
IR dose(Gy)
C |
 Tcsol % ] 3
pMX 2.88 1 100 5

BRG1-BRD-monomer] 2.49 |186.41
BRG2-BRD-dimer | 2.00 |69.33
[Fig. 7]

A B
100
S
310
8
(=2} .
£ o,
s E|
a 1T pMX ©
=i pMX-BRG1-BRDL %,
@~ pMX-BRG1-BRD-dimer *
0.1 » —
0 2 4 6 8 10
IR dose(Gy) £
C 5
- o
S  JIC50 ] %
pMX 3.01 | 100

IBRG1-BRD-monomer 2.61 {86.56
BRG2-BRD-dimer | 2.46 |81.71




6/9

WO 2012/141504 PCT/KR2012/002773
[Fig. 8]
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[Fig. 9]
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[Fig. 10]
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[Fig. 11]
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