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[iIzt®iz]
Hippo ¥ 7 F ViR E&IE, RN TORE A Xl 240 5 EEER v 7 F VR CTH 5, R T T, 5 H4%K 7 YAPL
DIGHEAIRIEIZ 72 B & | BENICRAT L CHRE IR 1 TEAD L HsBEMIA R AR L, B, AE1FICB b 585 7 ORES T
T %, IEF ARG Cl, AR [F L OB KOG LC LR O B35 (NF2 MST, LATS) 3 YAP1 & RiEMAL 3% 72 YAP1-TEAD
WG A ROITES G S, @RI ML LD AR ARH D, —FF, —EHOBEBEEERICRS VT, KK
RS TICHRERAELT D2 EC, YAPL AMEFHNCIEME(L U, B RIS T Lkt 2B L o T b, Leddio
C. Hippo &I D iy IR 249 2 EFEMIREIC 38UV T, YAPI-TEAD B 5 SR DBERE A THET 5 = L 1%, @
HUEE N RIFE O < ATRENER B D,
TP R VS, Hippo BREE D Bty T O RE NEBEICRD LD Z &M b TE Y, YAPL-TEAD ¥ 7L~k
THERBWEEZ BN D, MR R IR IR RS 232 U<, ITEEHT PD-1 HUiR, i CTLA4 FLiAR AR SN b DD
TERNRIIRENTHY . KARLE L TEWVWT U Ay AT A DNV =—XN - TN 5,
AWFFETIE, Hippo D By FICBE 2 A9 200 MKk Z WV C, YAPL ~TEAD 554 A R OTEM 2 E S
LG TFACEMDOA T V—=v 7R FEi Uiz, 72, Bbhizt v MEAMIZTOWT, b b EMERfE b Rz AR 2 H
W B A B = X BRNT 3 L OB RSN 21TV ), BT YAPI-TEAD & 7 P2 HET 2IbEWTH 2 0ED0, £
L TEEEMIEEI 6 5 YAPI-TEAD & 7 LB ERY R o MEt 2 £ L 7=,

[ 5k &R

(1) FVyHFLRA7 Y —=2 72X DH YAPI-TEAD ¥ 7' L BLEH| O B s
Hippo #&#& D L35y Cd D NF2 & KRIH L7z b MR Rk ds JOVLATST 2 KR8 L7z b b IR/ NG A3 A Ml aik &
FAUNT, YAPI-TEAD (CEHER BRI 221 550 FTdH D CI6F DL R—F —T v A BaHEE LT, WX kSt
BEAEDTATTINEDT o E AT ) —=0 T hEi L fER, CIGF LR —% —i&tkE 280 < [RET 2189 %
R L7, fioiizt y MEGHOFEERIERN G, mOBRPYE & JRWEN A2 H 35 K-975 OAIRICAE LT,

(2) K-975 ODYER A 71 = X I fifht
b b EM R AR I35 T, YAPI-TEAD] 36 L U8 YAP1-TEAD4 $5 B ARIZH 9% K-9756 DIEH AR L& 2 A,
K-975 13/ 7 DGR 238 < HE L=, 72, K-975 & TEAD1 LS SRS fiftT ot B, K-975 7% TEAD1 D AT A
VBRI ESEEARE A L WA Z ERHLENE R0 T,

(3) b bEMEREKICI T D in vitro B E TN in vivo HANEKE I
In vitro 28T, K-975 X Hippo BRI D Lifisy TIZ B2 AT 2 b MEMEA RIS LT, 3RO EIE M
Zos LTz, $£72, YAPI-TEAD Fiits 7z < $iil L. & O/EMHIE YAP siRNA 36 L UY TEADs siRNA & JE{EME M Th - 72,
T invivo FEMAAT o 7o /E S, T BHMIRAE IR LT~ U 2B T /LIZBW T, K-975 DIRWHUIEE )R035
bz, E5IT, RFIBETET L TH LMENBE~ 7 A2 T, K-975 135V HUEE R F: & IEm i 2R L=, Iz
T, CDK4/6 [HEHK E OfFHIC LY, HAIL D b S SICRWPIIEEIENEOND Z &b AH L,

[E%]
T LR ) == I TH LR y MEGOFFERERIC K AH U718 YAP1-TEAD > 27 J L BHEAI K-975 1%,
TEAD D3 AT A LR HICEHEIA A% 2 & TYAPL & TEAD O & 37 BRIFHEAEM 232 H#H T& 2{bEWwThH
ST K I BEETHV AT A VERENTEAD 7 7 LU — TR THRAFESN TN D Z & % L CK-975 OIKH/EFH A TEAD
TV —NTE2TCE ) v I XTI LEBREEE LW Z &5, K-975 1% pan-TEAD fEAITH B L E 2 b, £
7=, K-975 I Hippo f&E& D By 1-ICBE 2 A 2 M p B IEMAEIZ 5 LT in vitro 8L W in vivo THWHESZ /R L
72 Z D5, YAPI-TEAD o 7" VAR TF 3 5 B BN (kU ClR I 70 1R SR & e D FREME R B H LB X b D,

% WSCE R, F13C 2000 F° & HE3C 300 752 1T ORHET 50, b L<IFHEI800 754 1M L T2 S0,
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Introduction

Hippo signaling pathway is known to regulate organ development. In Hippo signaling pathway, TEAD which
is a transcription factor is activated by forming a transcriptional complex with YAP1/TAZ, a
transcriptional co—activator. In several cancers, upstream factors in Hippo pathway, such as NF2, MST
and LATS, are inactivated by genetic alterations. When the upstream factors are inactivated, YAP1/TAZ
is activated and forms a complex with TEAD resulting in enhancement of cell proliferation, survival and
so on. Therefore, the YAP1-TEAD and TAZ-TEAD complex is considered a novel therapeutic target for cancer
treatment.

In this study, a high—throughput screening was performed to discover an inhibitor against YAP1-TEAD
signaling. Then, the mechanism of action and anti—tumor effect of a newly discovered compound was evaluated
by several pharmacological assays.

Experimental methods and Results
CTGF, one of YAP1-TEAD downstream genes, reporter gene assay was used for the high—throughput screening.

After screening and optimization, K-975 was successfully synthesized as a small molecule YAP1-TEAD
signaling inhibitor. The three—dimensional structure of YAP1/TAZ-binding domain (YBD) of TEAD1 in complex
with K-975 was determined by X-ray crystallography. The crystal structure revealed that K-975 directly
bound to the cysteine residue in TEAD1-YBD. Also, the effect of K-975 on YAP1-TEAD and TAZ-TEAD
protein—protein interaction (PPI) was evaluated in co—immunoprecipitation assay, and K-975 inhibited
YAP1-TEAD1/4 and TAZ-TEAD1/4 PPI in NCI-H226 cells, a human malignant pleural mesothelioma (MPM) cell
line. In vitro pharamacological assays, K-975 strongly inhibited the cell proliferation of
NF2-non—-expressing MPM cell lines, and induced a change of gene expressions similar to that induced by
YAP1 knockdown and TEADs knockdown. Furthermore, in vivo experiments, K-975 potently suppressed the tumor
growth in several human MPM s.c. xenograft mice models, and showed a significant survival benefit in a
human MPM orthotopic xenograft mice model.

Conclusion

According to the results, K-975 is a novel YAP1-TEAD signaling inhibitor which directly binds to TEAD
protein and inhibits YAP1-TEAD and TAZ-TEAD PPI. K-975 showed strong anti—tumor effect in pre—clinical
MPM models. Therefore, K-975 has a possibility to become an effective drug candidate for some solid tumors.
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