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(57) Abstract: The present invention relates to B7-Ho6 variants with im-
proved binding affinity for NKp30. The B7-H6 variants of the present
invention can increase the activation of natural killer (NK) cells due to
significantly increased binding affinity for NKp30, which is an activat-
ing receptor of NK cells, compared to wild type, are easy to penetrate
the tumor microenvironment due to having a much smaller size than
antibodies, and are easily produced, and thus can be effectively used
alone or in combination with various immunotherapeutic agents to treat
cancer or infectious diseases.
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[54] A Teaol A, £ g ] B7-H6 W ol A= of v At X[ F51Y 3 S601E >3
3l B47Y o, Y] ol Ak X3S EghehE A A Bl 9
MEHZ 295 2313 5= 9l a1, o] = AL/ E 309 7] A LEE 233t Al
AR deshE 5

551 A TRl A, 2 Eg o B7-H6 H ol A= o] =4t X1 2 S601 R KIOIES ¥
ghsli= B52Y &= 9lom, g7 opu Al X 8& X gkl A ELAA vl F
AAEHNE3INE 28T 5= a1, o] = AEHZ 329 V] A L& X sh= 9
AR e shE = gl

[56] A Tl A, ¥ b o] B7-H6 WOl A= obu] w4t X8 A32T 3 KI01EE >
glsli= B53Y &= 9lom, 7] ofu Al X 8& X3l A ELAA vl F
(LM E 33)3 238 5 oL, ol AU E 349 A7) HL S ¥ iteis 7
AR e shE = gl

[57] A T ol A, £ 1y o] B7-H6 W o] A= o}1] 524k X] 3 A32T, S601 2 K101E
5 X33t B54Y 7 9o, Y] ofu At X3S 23 EhE AR A )
AT AEME35F 233 = oL, o] = A I3 369 7] AES 238t
= AR AR G skE ﬁi 23

[58] A & oo A, - g 2] B7-H6 %01 A= obv] =4k X131 FS1H 2 S601E i%*
3k BR2Y = 9o, 7] ofu] 4t X 318 ket Al Al Eu|Ql i
AERZ 3NE E5hst = a1, o= AL T 389 1] AL 238 At
AR deshE 5

[59] A g of o] A, - wlrg o] B7-H6 W o] A= ofw| At X8 F511 2 S60Y S ¥ 3}
3l BF3Y 4= 9o, 237 ofu| Ak X 3H& 23kt Al Z o) Al ZuwQl -4
(AEHE 395 £33 4= 9laL, o)== AL E 402 17] L& E38H= Al
AR deshE 5

(601 L FRelolA, 21

2] B7-H6 ¥ o] | = o] x4 %] 8 [37F, FS1L 2 S60TE
X 33F= BFSY 9= 1o, A7) ofu| At X 3-8 E ek A R A A Bl
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ArbiabzE osshd 4= et
[61] A T el M, & E o] B7-H6 o A= ofv| Ak X 2 F5IT 3 S60TE ¢
o A @

[62] A7 Oﬂ ol 1 | 3= obw] 4k X 3 ESIL 2 S60HE 3}
3h= BF11LY 4= 91.aH, 7] ofv| eql X $h& £ 3hsh= Al 2] A4 ]l 3
H (Aﬂfﬂﬂ%:@%)a F A3, ol = AL T 469 AV AL E3tstE 9
P2 o5 3l
[63] %‘ T el A, W o] B7-H6 ¥ o] A= o] 4T X $HFSIT 2 S60Y & ¥ 9}
3h= BF19 & OAPJIL 371 ob mAt A 3hE E3ehm Al Z e A =l
A HNAUT 4NE T3S F 9L, o= MLAN T 489 7] A& F 3= 9
AR AR ek o gl

[64] A T4 W - 1rg o] B7-H6 Bl o] Al &= o} n =4k %] 3 F51Q 2 S60HE 3
Shali= BF25Y = o, A7) olu] Al X 8- E3tali= Al ol A Al EwQl

4 (*10”4:@49) F9e 5 9lat, o= AW 509 9471 ML e 2t
6_1’1/1\_]‘— X}i ol—iﬂ_}ﬂ 2= o q_

[65] A T E ool A, —F:‘%}UH B7-H6 W o] A| = o}u] :=Ak %] 8+ F51K 2 S60LS ¥ 3¢
&= BF39Y <= gl A7) ofn| At X 3-8 E8tahi= Al E 9 A4 ol
Al (HEHEsHE %%?%ﬂ, o= AW E 529 A7 M L& 2ah= 3

AREALE kT sl =l
[66] A T Aol A, & g o] B7-H6 ol A= o} 1| AL X 8 F51R 2 S60TE
3hi= BF46 5= 2l o, 7] olv| A4k X3S 23l A XL A & ﬂﬂ
A HEHE 53)E 25 5 9oL, o] = A D E 549 7] D& Edtete 3
[e]

13
1

T H:l

_{

[67] Boabrg ol A o] Ak 2] 3 9] %)= of A8 B7-H62| A A ol mab (M AHE
D= 7IE o2 7 AQE A, AA ol A= AE A Bl -9 (HEH
% 2)oll EABELE, oA Y B7-H62| A A ofn| Al 7] =0 2 7] Al H 4] YA
7} 771 ofH| A4k 7@%2 E3Fet= Al E LA QL Ff ol A o] 9] 2} 4ol
T Utk dE ,B5 ¥ ol 4| 9] F518 o} =4k X 8k A T 39] ofm]
ALS V| FEo = F27IO]E}

[68] Bl o] B7-H6 W o] A= ok Al & B7-H6 ¥ 2 (FEi= FE}o] =)o) A U3 o}

Ak *1“01 lﬂ-ﬂ AR “Lo}lll _H_ng oA AEE, &of "Hlol A "=

A

1, O
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[69]

[70]

[71]

[72]

[73]

[74]

[75]

[76]

[77]

[78]

[79]

[80]

"B7-H6 o] A"= o] 2] NKp309he| A3 &4 & £d3ty] $lsto] st = o1

o] ¢l ofu] wAtel A E <A o] ¥l B7-H6 ¥l o| A ehl A& whehr},

TAA R, ¥ o] B7-He WMol A= i I U, Al T Al 2w
= E}E el woke] Whel ool Al 4= vk wekA], ¥ el wE
FEfol =52, oﬂ%— Eol 3715 sk WS R¥sE g e &
A 59l

(@) J“E}ol £ A B A e sReR dHeR B w2
el ol sl g star, H& etol= A ES H2] 2 AA S W =

(b) FEtO| =5 1T otz L LA B SFAE el A LA 7] 3, el
ARES S5 AE M FERITE 5] 5shs W B

(© HEFo| =5 A k= It A= FAE A A W LS FPsta,
HE A2 S B grehs U s

@), (b) R (9] Folo] 3oz fleto|=e] G S 555}, o]ojA G S
AAAA | =5 =53taL, B8l eto] =8 35k Y

Boh A4l o= 2 %

A
=

= RS Al o) 2
3

A SHof| A, ¥ g2 B of B7-He ¥ ol A
'O‘]— }L HHH al A} E X3 .

Hodbg o A AL E = gof nElAE colsvte dHE &
Ast=E HEAl g By 2 ol = g L Etol =0, th= A 58
SHAl A5 o] Al & gt A 9] A4t FALA E 3SR (Scheit, Nucleotide
Analogs , John Wiley, New York(1980); Uhlman % 24 Peyman, Chemical Reviews ,
90:543-584(1990)).

Hodbg o A AR E = g0 " E "= s Al o) A E o 55 Al E Al
Az H AL ool AFY B A, iz o FF o2 A A A 0 72 HAEhE 3] 9|
E 22U = IS E9shs ol o] dakE onl gt ol &k WiE 2= A

& l“b, Zgan = A n = F A0 = RNA 9 E, vlo] g 2 WE Fol 9l

ool A ALgE = g0 "4 A = sy o] 4 9] DNA B W E 7 =<
¥z 20 i A A XS v, 5 o Al E o] ohy e} 1 AbE £
AN A A=A & 7F 7] = AL o] Eofof ghr) oj | W o] EAW o] =
< A A gk ojstol & Aol dojd 5= 7] wjitell AME 3] AR F
A ES} FAIA = AR, 2 dhrg o A A8 nle} o] ] Sofo M
ol A o W 5] 3EgHE T

A SHol A, & & 2 g o] B7-H6 W ol A = o] o vhH & ¥ et A}
o1 2F&l) A 3 (natural killer cell, NK cell) 84 3} A o] #3F Z o]t}

A -3 ool A, @& B ubg o] B7-H6 W o] A o] Al E L AA <l

(ectodomain) S+ & = AT},
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[81]

[82]

[83]

[84]

[85]

[86]

[87]

A TEelol A, 7] 2 =S AR el Al ] ERiol B ¥ = NKp30 Ty
Va

)

L -

(chromopore), H3 =4 2 P =4 = o il
A€ 4= 9lom, ¥3EA-2 Cy(cyanine) AL, 2t}
(Alexa) Al ¥, BODIPY Al¥ E= ROX A€ 3EAU 5 o, yd g=
(Nile Red), H.t] 3] (BODIPY, 4,4-difluoro-4-bora-3a,4a-diaza-s-indacene), A] o}
(cyanine), =72 @ M| Q! (fluorescein), 2 T} %! (rhodamine), 5V} (coumarine) &
= AR (Alexa)d = Ut

SEEE R RS

2 o
z
(@
o
S,
=
NS
el
g
e
1%
~
>,

7-H6 ol A R 5§24 el Agsh= Fik
o] 2 ghA el ¥k Aot
Ay

ol A A= o] F5 )4 NK Al 7| 9 fi- & AH(engager)

dmo
e
ol
g
ol
1

fu

|

M oox
o
o,
>
)
rir

A, 71w e 2 A 2 o ofubr](diabody)
slubed 4= 9131, scFv B+= Fab?l #lo] B & )
A F&H oA, 314 -2 17-1A 3¢, GD3 7§ = 2] Al = R24, EGFRVIII,
PSMA, PSCA, HLA-DR, EpCAM, MUC1 Fo vl o]} =] 4 3} MUCH,
ED-B %=1 Ql-& $Hrot= 3 B 29 E o] 3], HER2/neu, &M o} 2 (CEA),
7F~E-HE HE 5(GRP) 784 &4, 74l (mucine) I, 3.3 A 212}
-8 A(EGF-R), HER3, HER4, MAGE %1, SART &9, MUC1 &%, c-erb-2 &
A, TAG 72, €-4F F423} 5 2 IX(carbonic anhydrase IX), <+ 3}- B o} ¥+ vl A (alpha-
fetoprotein), A3, A33 & A|ol] 5o 2 ¢l &<, Ba 733, BrE3-39, CA125, CDL,
CDla, CD3, CD5, CDI5, CD16, CD19, CD20, CD21, CD22, CD23, CD25, CD30,
CD33, CD38, CD40, CD45, CD52, CD74, CD79a, CD80, CD138, A %-5-0] 4 &
2-p(CSAp), CSAp, EGP-1, EGP-2, Ep-CAM, FIt-1, Flt-3, Z419 =& A (folate
receptor), HLA-DR, 17t 8 ¥4 AAA=3 2 HCG) 2 1 AdHAE, A
A AF Fr 5 QLANHIF-D), Ia, IL-2, IL-6, IL-8, Q1% ¢ Al 4 1 4}-1(IGF-1), KC4-
a9, KS-1-a+9, KS1-4, Le-Y, th 2] Al 3 & 4] <1 2H(MIF), MAGE, MUCI, MUC2,
MUC3, MUC4, NCA66, NCA95, NCA90, PAM-4 @}af|of] &-o] 291 k9l ef vt A%
12}, p53, A HA 24 3 23T} A (prostatic acid phosphatase), PSA, RS5, SIOO,
TAC, B 442l (tenascin), TRAIL =84 &, Tn &9, &<=-3 ¢] ¥l 2} 9| 3] (Thomson-
Friedenreich) &5, % ¥ A} 89 &, VEGF, ED-B 3] ¥ & 9 El(fibronectin), &

73] 3 Al (angiogenesis marker), & % A} 34 (oncogene marker) 3= & ¥

il

z 9 &
i
2
2
M



WO 2024/005422 PCT/KR2023/008393

A AR o] Foj A= TR TEH AEE = o] = sl o] gl = 9lam,

TG R AR = o FEA] /\(Apoptosm) #H [ AR}, AALQI AN (Trascription Factor)

- A 2}, A o] (Metastasis) T3 7 AF, & #2414 (Angiogenesis) & 72 AF &=

E| 2 21-7}o| Y] o] Z(Tyrosine-Kinase) A AL 5= AT}

[88] A ool A, 7] ol EA 2~ B {7 A= ABLI, AKT1, AKT2, BARDI,
BAX, BCL11B, BCL2, BCL2A1, BCL2L1, BCL2L12, BCL3, BCL6, BIRC2, BIRC3,
BIRCS, BRAF, CARD11, CAV1, CBL, CDC25A, CDKNI1A, CFLAR, CNR2,
CTNNBI, CUL4A, DAXX, DDIT3, E2F1, E2F3, E2F5, ESPL1, FOXO1, HDACI,
HSPAS3, IGFIR, IGF2, JUN, JUNB, JUND, MALT1, MAP3K7, MCL1, MDM2,
MDM4, MYB, MYC, NFKB2, NPM1, NTRK 1, PAK1, PAX3, PML, PRKCA,
PRKCE, PTK2B, RAF1, RHOA, TGFB1, TNFRSF1B, TP73, TRAF6, YWHAG,
YWHAQ %= YWHAZY = 9o 4 7] AAQI A} H- 4 A= AR, ARID3A,
ASCLI1, ATF1, ATF3, BCL11A, BCL11B, BCL3, BCL6, CDC5L, CDX2, CREBI,
CUX1, DDIT3, DLX5, E2F1, E2F3, E2F5, ELF4, ELK 1, ELK3, EN2, ERG, ETS1,
ETS2, ETV1, ETV3, ETV4, ETV6, FEV, FEZF1, FLI1, FOS, FOSL1, FOXALI,
FOXG1, FOXM1, FOXO1, FOXP1, FOXQl, GATA1, GATA6, GFI1, GFI1B,
GLI1, GLI2, GLI3, HES6, HHEX, HLF, HMGA1, HMGA2, HOXA1, HOXA9,
HOXD13, HOXDY, ID1, ID2, IKZF1, IRF2, IRF4, JUN, JUNB, JUND, KAT6A,
KDM2A, KDM5B, KLF2, KLF4, KLF5, KLF6, KLF8, KMT2A, LEF1, LHX1,
LMX1B, MAF, MAFA, MAFB, MBD1, MECOM, MEF2C, MEIS1, MITF, MYB,
MYC, MYCL, MYCN, NANOG, NCOA3, NFIB, NFKB2, NKX2-1, OTX2, PATZ],
PAX2, PAX3, PAX4, PAXS8, PBX1, PBX2, PITX2, PLAG1, PLAGL2, PPARG,
PPPIR13L, PRDM10, PRDM13, PRDM14, PRDM15, PRDM16, PRDM6, PRDMS,
PRDMY, RARA, REL, RERE, RUNX1, RUNX3, SALL4, SATB1, SFPQ, SIX1,
SNAII, SOX2, SOX4, SPI1, SREBF1, STAT3, TAF1, TALI, TAL2, TBX2, TBX3,
TCF3, TFCP2, TFE3, THRA, TLX1, TP63, TP73, TWIST1, WT1, YBX1, YY1,
ZBTB16, ZBTB7A, ZIC2, ZNF217 H3= ZNF268 Y 4= §laL; Ab7] A o] ##
A A= AKTI1, AKT2, AR, CBL, CDH1, CRK, CSF1, CTNNB1, CTTN, CXCR4,
EGFR, FGFR1, FLT3, FYN, GLII, ILK, ITGA3, JAK2, MET, PDGFRB, PLXNBI,
PRKCI, PTCHI, PTPN11, RAC1, RHOA, RHOC, ROCK1, SMO, SNAI1, SRC,
TCF3 =+ WT1Y = 1o 47| d 344 #+4 #73 AH= BRAF, CAVI, CTGF,
EGFR, ERBB2, ETS1, FGF4, FGF6, FGFR1, FGFR3, FGFR4, ID1, NRAS, PDGFB,
PDGFRA, PDGFRB = SPARCY = 21 31; 7] Hl &2 4l-7hol vl o] = {-H A=
ABLI, ABL2, ALK, AXL, BLK, EGFR, EPHA2, ERBB2, ERBB3, ERBB4, FES,
FGFR1, FGFR2, FGFR3, FGFR4, FGR, FLT3, FYN, ITK, JAK1, JAK2, KIT, LCK,
MERTK, MET, MST1R, NTRK 1, NTRK3, PDGFRA, PDGFRB, PTK2B, PTK7,
RET, ROS1, SRC, SYK, TEC =+ YES1Y 5 9
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[89]

A F-E ofj ol A, % H-A A}= SEPTING, ACOD1, ACTN4, ADAM28, ADAM9,
ADGRF1, ADRBK?2, AFF1, AFF3, AGAP2, AGFG1, AGRN, AHCYLI, AHII,
AIMP2, AKAP13, AKAP9, AKIRIN2, AKTIP, ALDH1A1, ALLI, ANIB1, ANP32C,
ANP32D, AQP1, ARAF, ARHGEF1, ARHGEF2, ARHGEF5, ASPSCR1, AURKA,
BAALC, BAIAP2L1, BANP, BCAR4, BCKDHB, BCL9, BCLIL, BCR, BMI1,
BMP7, BOC, BRD4, BRF2, CABIN1, CAMK1D, CAPG, CBFB, CBLB, CBLLI,
CBX7, CBX8, CCDC28A, CCDC6, CCNB1, CCNB2, CCND1, CCNE1, CCNLLI,
CD24, CDC25C, CDC6, CDH17, CDK1, CDK14, CDK4, CDK5R2, CDK6, CDKS,
CDKNI1B, CDKN3, CDON, CEACAM6, CENPW, CHDIL, CHIC1, CHL1, CKS1B,
CMC4, CNTN2, COPS3, COPS5, CRKL, CRLF2, CROT, CRTC1, CRYAB, CSFIR,
CSF3, CSF3R, CSNK2A1, CSNK2A2, CT45A1, CTBP2, CTNND2, CTSZ, CUL7,
CXCL1, CXCL2, CXCL3, CYGB, CYP24A1, DCD, DCUN1D1DDB2, DDHD2,
DDX6, DEK, DIS3, DNPH1, DPPA2, DPPA4, DSG3, DUSP12, DUSP26, ECHSI,
ECT2, EEF1A1, EEF1A2, EEF1D, EIF3E, EIF31, EIF4E, EIF5A2, ELAVLI, ELL,
EML4, EMSY, ENTPD5, EPCAM, EPS8, ERAS, ERGIC1, ERVW-1, EVI2A, EVIS5,
EWSRI1, EZH2, FAM189B, FAM72A, FAMS3D, FASN, FDPS, FGF10, FGF3,
FGF5, FGF8, FR10P, FHL2, FIP1L1, ENDC3B, FRAT1, FUBPI, FUS, FZD2,
GAB2, GAEC1, GALNT10, GALR2, GLO1, GMNN, GNA12, GNA13, GNAI2,
GNAQ, GNAS, GOLPH3, GOPC, GPAT4, GPM6A, GPM6B, GPR132, GREM1,
GRM1, GSK3A, GSM1, H19, HAS1, HAX1, HDGFRP2, HMGNS5, HNRNPA1,
HOTAIR, HOTTIP, HOXA-AS2, HRAS, HSPA1A, HSPA4, HSPB1, HULC, IDHI,
IFNG, IGF2BP1, IKBKE, IL7R, INPPL1, INTS1, INTS2, INTS3, INTS4, INTS5,
INTS7, INTSS, IRS2, IST1, JUP, KDM4C, KIAA0101, KIAA1524, KIF14, KRAS,
KSR2, LAMTORS5, LAPTM4B, LCN2, LDHB, LETMD1, LIN28A, LIN28B, LMO1,
LMO2, LMO3, LMO4, LSM1, LUADT1, MACC1, MACROD1, MAGEAL1,
MALAT1, MAML2, MAP3K8, MAPRE1, MAS1, MCC, MCF2, MCF2L, MCTS1,
MEFV, MFHAS1, MENG, MIEN1, MINA, MKL2, MLANA, MLLT1, MLLT11,
MLLT3, MLLT4, MMP12, MMS22L, MN1, MNAT1, MOS, MPL, MPST, MRAS,
MRE11A, MSI1, MTCP1, MTDH, MTOR, MUC1, MUC4, MUM1, MYDS88, NAAA,
NANOGPS, NBPF12, NCOA4, NEAT1, NECTIN4, NEDD4, NEDD9, NET1,

NINL, NME1, NOTCH1, NOTCH4, NOV, NSD1, NUAK2, NUP214, NUP9S,
NUTMI, OLR1, PA2G4, PADI2, PAK7, PARK7, PARM1, PBK, PCAT1, PCATS3,
PDGFA, PDZK1IP1, PELP1, PEN1P3, PIGU, PIK3CA, PIK3R 1, PIM1, PIM2,
PIM3, PIR, PIWIL1, PLACS, PLK1, PPM1D, PPP1R10, PPPIR14A, PPP2RI1A,
PRAME, PRDM12, PRMTS5, PSIP1, PSMD10, PTCH2, PTMA, PTP4A1, PTP4A2,
PTP4A3, PTTGI, PTTGILIP, PTTG2, PVT1, RAB11A, RAB18, RAB22A, RAB23,
RABSA, RALGDS, RAP1A, RASSF1, RBM 14, RBM15, RBM3, RBMY1AL,
RFC3, RGL4, RGR, RHO, RINGI, RINT1, RIT1, RNF43, RPL23, RRAS, RRAS?,
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[90]

[91]

[92]

RSF1, RUNXITI, S100A4, SI00A7, SI00A8, SAG, SART3, SBSN, SEA, SEC62,
SERTADI, SERTAD2, SERTAD3, SET, SETBP1, SETDB1, SGK1, SIRT1, SIRTS,
SKI, SKIL, SKP2, SLC12A5, SLC3A2, SMR3B, SMURF1, SNCG, SNORAS9A,
SNORABSOE, SPAG9, SPATA4, SPRY2, SQSTMI, SRSF1, SRSF2, SRSF3, SRSF6,
SS18, SSX1, SSX2, SSX2B, STIL, STMN1, STRA6, STYK1, SUZ12, SWAP70,
SYT1, TAC1, TACSTD2, TAF15, TALDO1, TAZ, TBC1D1, TBC1D15, TBC1D3,
TBC1D3C, TBC1D7, TCL1A, TCL1B, TCL6, TCP1, TFG, TGM3, TINCR, TKTLI,
TLE1, TMEM140, TMPOP2, TMPRSS2, TNS4, TPD52, TPR, TRE17, TREH,
TRIB1, TRIB2, TRIM28, TRIM32, TRIMS, TRIO, TRIP6, TSPAN1, TSPY1, TXN,
TYMS, TYRPI, UBE2C, UBE3C, UCAIL, UCHLI1, UHRF1, URIL, USP22, USP4,
USP6, VAV1, VAV2, VAV3, VIM, WAPL, WHSC1, WHSCI1L1, WISP1, WNT1,
WNT10A, WNT10B, WNT2, WNT3, WNT5A, WWTR1, XCL1, XIAP, YAPI,
YEATS4, YY1AP1, ZEB1-AS1, ZFAND4, ZFAS1, ZMYM?2, ZNF703 Y%3= ZNHIT6
o] 2= Ohj-

A FHofol| A, T4 A MY FH G = AU d 5o,

A3 3 8912 CEA, ED-B 3] H 24 €l CD20, CD22, CDI19, EGFR, IGFIR,
VEFGRI/FIt-1, VEGFR2/KDR, VEGRF3/Flt-4, HER2/neu, CD30, CD33, CD3, CD16,
CD64, CD89, CD2, o}t =ulo] & 2~ A 35, PIMSP-1, HN/NDV, EpCAM/17-

1A, hTR, IL-2R/Tac, CA19-9, MUCI, HLA £ 2 2~ II, GD2, G250, TAG-72, PSMA,
CEACAM6, HMWMAA, CD40, M13 <] 3] ©hulal 1 GPIIb/IIIa® ©] Fo] Al = T2
2HE AEE = o= gk o] gl = St

A FA ol A, H g o] sk &S 73] W& Fab, Fd, Fab', dAb,
F(ab'), F(ab"),, scFv(single chain fragment variable), Fv, &< 2| 314, Fv o] 24|,
HA AR Qo i, 11ks) &4, 71 2 &4 R t] ofulr (diabody) = o] 01 %1
T O R2RE HEE = o] = s o )

371 &A= A A (whole) &A| Fejd & OME‘r A A s A9l deE &
ekt A A A = 2709 A A Aol 9] 7 H(light chain) B 271 2] A A éOl
o] T #M(heavy chain)E 7} 3= 1ol o] A= T ¢ thol dupel =
Sh(disulfide bond) ©. & A% o] 9t} 1A Hate] 754 ol vhH o] & 3+ 75
7= BAretal = ©i S ek, 3 A WA o o= () Ao TP o
(VL) R F3e] 7P G (V) Ao ERFCL) B T4 AHA 2¥
A (CH1) L. & o] Fo] X Fab ¥ (ii) VH & CH1 =191 0 & o] F o] X Fd W,
Gii) T 9] VL 2 VH =W 0 & o] Fo] 2 Fv ¥ (iv) VH EH]| ¢l 0 & o]
F0] 7 dAb TH (Ward ES et al., Nature 341:544-546 (1989)]; (v) %2l CDR <
A (vi) 270 9] 12 ¥ Fab WA & ¥ 151= 271 WH Sl F(ab')2 W (vii) VH &=
ol & VL = Qlo] 8+¢l A3 BB AL E A= HElo| = A

of] o] s AgtH WA M Fv ¥ A(scFv); (viii) ©] 5-©1 2 @A 4 Fv o] A (PCT/
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el g iz o o] Welehy B¢ kv 52 fol B, 7]
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A A A FREE-S A 5Ear A} 71w 2 &) A (chimeric antibody) 7} 7 %] $1 ).
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of glo] ¥&= & full A B oS A AA S B o X%
kAot 71| 8] A= F&= 3 A v|sto] g-olo] e wEE-o 8]
o} X A it A E Ao, o W] FE -l ol mabE o] 7HH el &
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A3} FA E Al 2Hsh7] 18 CDR o 4 (grafting) 7]l A4 7HE 5 2.8
= &2 7l FAe COR FHE 7 & dotad 5= 3= A sk A &
AE A sk Ao, ol & ¢l sto] A Hl ol B M| o] 9] 2§, A 72 (crystal
structure) 9] 4], WAL D H V& 5ol & frev, A shE Q17
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! d =4 LAl A2dE e 5
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2 10mM oV th= H 3 2 20 mM ol v thE M3 22 10 mlE S o= A H
3k H, 250 mM o] 1|t} ¥ 3 4 mlZ 853} U centrifugal filter units 3K (Merck
Millipore) & AF-&-3Fo] PBS 3 & 1 3Hgk 5 A A & NKp30-~EF EFH| A3
A (tetramer) T 2 -2- Alexa-488 labeling kitE A-2-3f & & 3% %] 8} 31 T},

A 3. 22 T A

3-1. Yeast surface display W'H A 8-S 9| $F B7-H6 ==

a4 2729 & A3 yeast surface anchoring motif & 2 A 5} 7| & 311
al, B7-H62] N-2vh-8- Aga2ol anchoring A| 7]:= A] 28l (pCTCON-Aga2-B7-H6-
FLAG) ¥ C-'¢eh-& Aga2¢ll anchoring A 715 A1 228l (pCTCON-B7-H6-Aga2-
FLAG)S v u3}al A B7-H6S S 2933Rt} 74 4 o =, ok & B7-H6 7 &
A& 3P Bhe] Y ARl gk 3 2fo] M I Vent Polymerase (New England Biolab) &
ARGl AR E S E et T35 oFAl Y B7-H6 7 A= Sfil (New England
Biolab) = AH&-8fl Al gt & A Al ekl e, A as Aeld FAAE $AE A
gha 4 2 2] pCTCON W E o] o] Aol st At et Al d Eetan =8
Judel ool ERax o] A7l 5, ¢ E8E& drsto] 471 Md 413
S 22 ¥ pCTCON-Aga2-B7-H6_WT-FLAG 2 pCTCON-B7-H6_WT-Aga2-FLAG 2
Fo BelavEk 4 EH o R FRYH S-S Fstgc,

32, A% 152 o v sFe o] why A

a5 o] el B7-H6T R H S NKp30-2=E I etu[d o AL xﬂ
E ¥4/ % ol §ate] AF kel v zHulol Mg e Aeshgih TAH R, Y
7] Aol 31614 A2k 2% 0] e an] =5 242k AWYI01 (Trpr) 20 &
2w o] A SkaL, 50 ug/ml ] 7humto] Al (Kanamycin) 2 40 ug/ml9] &2 7
] & (Chloramphenicol)©] % 7}¥ SDCAA (20 g/L Glucose, 6.7 g/L Yeast nitrogen
base without amino acids, 5 g/L. casamino acids, 5.4 g/LL. Na,HPO, & 8.56 g/L. NaH,
PO,) W1 A] 5 mlol| A 30°C X 225 rpm @] =71 2.2 16A| 1t &<t v ekl o). vl ¢
A3 5x107 NS QAR 2] (2,500g, 53, 4°C)ske] 53k H, 50 pg/mle] Fhumlo]
A2 40 pg/mle] 2273V o] H7HE SGCAA (20 g/L Galactose, 6.7 g/L Yeast
nitrogen base without amino acids, 5 g/L casamino acids, 5.4 g/L. Na,HPO, & 8.56 g/L
NaH,PO,) Wl A 5 mloll A 20°C & 225 rpm ] 271 & & 24A] 7} ok Q15 A 3t
Aol 2, 2x107 7] M2 E YA (14,000g, 303, 4°C) 3F] e~ H

o 3533 ch M35 3|58k 7} e-FFH.ofl PBSB (0.1% BSA in PBS) | ml& %
A Estar A2 (14,000g, 3053, 4°C)E &8l AEE ThA| B2 -, PBSB 0.5
ml-& 23l A A3l 4x107 cell/mlE THE AT 25 W] M EE A2 & e-FH.
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w71 F, 25 ul2] PBSB, NKp30-22 E 3] E}H] ©l-Alexad88 (200 nM) 2 Anti-FLAG-

[139]

[140]

[141]

[142]
[143]

iFluor647 (1000:1) 2 H & Z+7F W51 220l A 30 & <F A 5wl o] A 3te] M
o) ¥F ZEHE gAY 1%, AAlEE (14,000g, 303, 4°C)5H] e M=
H 2] 32 200 ul €] PBSBE A & EFalo] A2 &bar, thA] A 8] (14,000g, 13-, 4°C)
3}04 200 ul2] PBSBE A & EFg A 7 & 24| 8} 91t} FACSLyric (BD Biosciences)
Rl 2 ERlE A 85 HF A e 54T =2 ofAE B7-H6 H NKp309]
TS Ao R BAEY
w4 A3, ofA | B7-H6S] A1 & S el AFSHA NKp302 A 3lS vl 953
FAE AFEHA] NKp30©o] 4 o] gtk AL Felatgin), wah, v & g o %

il

mﬁ 0

H o, N-d e F134-0] Aga29l] anchoring ™ o] & .9 ﬂf\ii’ﬂ o] ¥l oFA1 3] B7-
He6°l vl &l C- ek H-3-0] Aga2¢]l anchoring®] o] & %ol t] 2~ & #| o] ¥ B7-H67}

NKp30°l tf gt 2 3gte o] d*|3] 57tk A2 gelsto], c- & Eanchormg@F B2
W2 ~aede sty =2 24t (2 2).

AA e 4, 2114 23289 7| & AHE-317] 98 A O B7-H6 error-prone 2}°]
B A&

NKp303} A3te o] Z-71H B7-H6 oA &S 11402 TAsy] 94,
pCTCON-B7-H6_WT-Aga2-FLAG-S 7| RS & B7-H69| X.& -9l 7219 &
Aol 7} Eoj 2t = AL FF9 SfilsiteE E 3ok Zefo| M E tAQlEk]
o}, vz}l gk 3 2} o] ™ 9} Tag Polymerase (TAKARA), dNTPs (Invitrogen), MgCl,

2 MnCL (SIGMA)E A}8-3}9] Error-Prone PCR 7|} & & DNAE 13} 53 A 3
T}, Vent polymerase & ©]-&35to] 5% FAAE 22 T34 AA TH| 8 o (24
ng), B WE = Al A e a4 A g sho] ErlEA T B ug). THIE F A HAE
AWY101 520 ERAE o] H3te] A& ] 23 (homologous recombination)S-
23 glol v el e & &R, TEH ol H el el 5.1 x 10 AV oM, 4
A5 535 DNA 715 0.92% (38 2.37] &< 3 0]/% 360 bp) 2 o}v] Ak 7] 5=
1.92% (F 3t 3.37) =AW o]/F 120 o}v] =4H) 9] error-rate & 7F4]| = A& 213}
R (5= 3).

A Al 4 5.B7-H6 W o] A 238

A7) A Ao 40 A AWY 1010 E AT w o] Hste] A 23 7] gho] He] g
£ 50 ug/mle] 7hutol sl 2 40 pg/mie] E 2 E 3 o] H7HE SDCAA (20 g/
L Glucose, 6.7 g/L Yeast nitrogen base without amino acids, 5 g/L. casamino acids, 5.4
g/L Na,HPO, 2 8.56 g/ NaH,PO,) " %] 500 ml¢]l 4] 30°C, 225 rppm ©. & 164 7+ &
ob mFatar, 52 AL E A A 5H7] 918 SDCAA Hl#] 100 miol] OD,5=0.7% F
&3 30°C, 225 rpm 2.2 16A] 7 ot F7FE m ekl o1 vk Al
£ SGCAA W[ #] 100 mloll OD,s=0.7% 7] E3}o] 20°C, 225 rpm & & 2 FoF
ato] gt 3 1x10° 79 A2 E A2 (14,000g, 30X, 4°C)3H0] e-F E.
o 3 ateltt NEE 3|58 e-FHell PBSB (0.1% BSA in PBS)E 1 ml ¥ o A
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[144]
[145]

[146]

[147]

AEral ol 4] (14,000, 305, 4°C) 8 53 Al E thA] 22 ¥, Anti-FLAG-
iFluor647 (1000:1) 2 NKp30-2=E 31 E}H] ©l-Alexad488 (200 nM) T2 H & W2 |
ml®] PBSBE A} Bt Aol A 1A ZF 5 <F 1ol g e 2 A3t
o} 1 5 AR (14,000, 30%, 4°C)E 3to] 45 918 v 2] 3L 1 ml2] PBSBE
A& EFale] Al & shar, B thA] A A EE] (14,000g, 13-, 4°C)3Fe] 1 m19] PBSBE
AAEs ] Al 7 E =48] 61T} 83 sorter (Bio-Rad) “gH| & o] 83 0] ¥ E}O]
vele] Alme 3 NS gks 5480 NKp30ll & 2348 7= &=
& 3)42819 o, 3]423F 7.5 SDCAA 20 mloll A 30°C 2 225 rpm & & HH Ok

shlch M de MEES v 35312l SGCAA 100 mlol A4 20°C 2 225 rpm
O 7 23Y FebFete] Qe s & v b= E Wittt A9 2
2A8E #F S ZEBE FRE S F 43] X3 skglnt

A Al o] 6. NKp30 ¢}<] A3E o] F714 B7-H6 HolA &9 FZ &<l

50 ug/ml 9] Zhatolal I 40 ug/mie] 22 @ oY o] 7 SDCAA (20 g/L
Glucose, 6.7 g/L Yeast nitrogen base without amino acids, 5 g/ casamino acids, 5.4 g/
L Na,HPO,, 8.56 g/L NaH,PO,) Hl ] 100 m1°l] 4}7] A Al of 52] o] A, 18} =
20422, 3822 E 4Tk =0 dlol Bl gl & A whE 5 F ko] 30°C # 225
rpm O 2 1641 {F &t v ¥t -2 M XS A A Y] HEl A7) ol oFe Al
Z SDCAA H] %] 100 mloll ZHZ} OD,s=0.7% 3£ 3F 5 30°C 2 225 pm & 16
Al ot Mkl o™, thA] SGCAA 1l A] 100 mlol] OD,5=0.72 %] F 3} 20°C
2225 rpm O = 2 FoF v kSt Qlg Hol Et &, ol H el g && 2x107
el Ao sl dslhi= oz 747 A4 2] (14,000g, 303, 4°C) 31o] e~ H.9
3] 52311 2} e-F E.oll PBSB (0.1% BSA in PBS) 1 mlS Wo] A A E3tar 9145
7] (14,000g, 30%, 4°C0) = 3l Al S A & % PBSB 0.5 mlS ¥ L A &l &
3Fod 4x107 cell/mlS- TFESITE 25 ple] A/ X E A 2 & e-FH ol &3, 25 ulg]
PBSB, NKp30-2~E % E} ] H1-Alexa488 (100 nM) 2 Anti-FLAG-iFluor647 (1000:1)
EZHE ZZF WAL Aol A 308 FoF QIS ol A ste] Aol 3 zrEHE
FASA T 15, —E—FJ (14,000g, 303, 4°C)38Fo] 75 <& B &) 3L 200 pl ¢
PBSBE A AEsto] Al alaL, i thA] 14132 (14,000g, 13, 4°C)3FaL 200 pl ol
PBSB=E A dEslo] A| 7 & 8] 8} 9 tF. FACSLyric (BD Biosciences) 8| 2 =

HR A 859 3 Aaghs SAste] 2 gholH el 2] &9 NKp30%}ho| A= &
AR o g FA G 1 A d, 2 ehEE7F S ol Wk NKp302)ko
At o] A WolAlEo] TF ML &= SR (&= 4).

AA o 7.B7-H6 H O A &9 ofn =4t A E £4 2 NKp30< 23 o] 5714
B7-H6 Hol A& &1

Zymoprep Yeast Plasmid Miniprep kits (Zymo Research)& ©]-8-3}¢] 42}-& =
olH 2] 2] DNAE FH & % Judel ol EdNAEHo]dslo] Ao 7
U 50708 71D A S sk leh 1 AT, 2680 WMol ES AEE
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[148]

1, o] £9] NKp30¢}te] AF=-& WA 8t7] 98l 26 Blo| Ao Zah 2~
ZFZF AWY101(Trp-) 70l ERAFE W o] H e AT}, A X HA47] &

&l W ol Al &2l NKp302te] 23 & glstr] A8l ok e B7-H6 R 265
o] Mol A& 242} 50 ng/mle] Zhvkel 2l 240 ug/mle] EZ2 Y Fo| H7t
% SDCAA (20 g/L Glucose, 6.7 g/L. Yeast nitrogen base without amino acids, 5 g/
L casamino acids, 5.4 g/L. Na,HPO,, 8.56 g/L NaH,PO,) #l| #| 5 ml°l| 4] 30°C & 225
pm O = 16A] {F F <k vl eFshar v &k M3 5x107 71 & Y412 (2,500g, 5,
4°C)3}e] 253 5, 50 pg/mle] Fhbukol 2l 2 40 ug/mle] FE L H U o] H ot
% SGCAA (20 g/L Galactose, 6.7 g/L Yeast nitrogen base without amino acids, 5 g/
L casamino acids, 5.4 g/L. Na,HPO,, 8.56 g/L. NaH,PO,) #l| #| 5 ml°l| 4] 20°C & 225
1pm© 2 244 7 Bk Q1€ Al Q1B o] Tk F, 2x107 A o] A EE 24
2] (14,000g, 303, 4°C)3te] e-FFH o)l 35513 Th Al 25 3] 523 7 e-FF Hoo
PBSB (0.1% BSA in PBS) 1 ml& ¥ o] Al A &3} 412 (14,000g, 303, 4°C)
2 EG QXS ohA] & PBSB 0.5 mlg 93l A& 4x107 cell/mlS TF
EoFAeh 25 W] AEE A2 e-FH A &7 F, 25 ule] PBSB, NKp30-2=
E ebH] ¥l-Alexa488 (100 nM) 2 Anti-FLAG-iFluor647 (1000:1) 32 2 H & Z}7}
YL 2ol M 30 St It Hloldsto] Mol @ ZRHEE FASAT 11

2 H 30
Olfo (32
mtm 10

—6‘ o
=, A F2] (14,000g, 303, 4°C)3Fe] A6 & ¥ 2] a1 200 ul¢] PBSBZE A & &
sho] Al A shar, T ThA] A4 (14,000, 13, 4°C)8FaL 200 wl ] PBSBE A &
ek Al 2 & 1|51 T FACSLyric (BD Biosciences) 48| 2 =H| H A5 &2
&3 As }% =4 3te] 7 H O]x] o] ukg oF 1l NKp309+9] ﬁ%LE:‘IQ 7].7<4 S|
o = FA8har, NKp30 ¢Ff At o] 44 F 175 ¢ ¥ ol A (B5, B6, BT, B,
B9, B14, B16, B19, B23, B29, B35, B40, B41, B47, B52, B53 2 B54)E A4kl v}
(5% % 1.
[3£1]
B7-H6 o] A B7-H6 ¥ o] 91 %] @ X gtg o}n| Al

B3 F515/S601

B6 N57D

B7 K101E/S102R

BS A32T/S601

B9 A32T/L40Q/S601

Bl4 F51L/S601

B16 K101E

B19 A32T/W67R/Q86L/K101E/L129M

B23 S60I/L114M/S142N
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[149]
[150]

[151]
[152]

B29 M311/A32T/F511/S601/S102C/R108M
B35 A32T/S60I/K101E/P143S

B40 I37T/Q86L/K101E
B41 A32T/S53G/S60I/Q136R
B47 F51Y/S601

B52 S60I/K101E
B53 A32T/KI101E

B54 A32T/S60I/K101E
A Al o] 8. NKp30st 2@ o] 371 B7-Ho HolA &9 #d 2L A=A
NKp30<2} 235 o] T-7F¢ B7-H6 Wo| A 59 =A%
Aal, a2 oFA 38 B7-H6 2 B7-H6 W o]l A & 1gG &A1 2] Fe =1
A A 1?’*%ﬂ(d1mer) R Eo}oﬂ o, o] uj, Fc®} B7-H6 W o] A] Alo] 4]

‘!C}F%/H S SFET A A 02, of A Y BT-H6, 471 *‘/\1 of 7ol A Awtgh 17
o] B7-H6 W oA & Foll A A8 3k 35 2] WolA] (B5, B7 2 B14)2] #4#}, Fe
T Qg v #FelE 2 lo]l L Vent Polymerase (New England Biolab)E- A8}
o TE3 5, THH F-HAE Assembly PCR % 8 &+ 2, BssHII 2 Xbal Al $+3a
4~ (New England Biolab) #] 2] 8} 91 t}. Al ¢t & 4~ * 2] ¥ B7-H6 ® oA &9 /=
s FAe Agtas Ao sEAEE WEH QI pMAZ HE < 2ol Alo] A5t
t}. glol Alo) A H Zet v =& E. coli Judelol] E @ 2~ 3 v o] A (transformation)
g, 4l FES FEH AV A4S A A, "ol A= FAATL
HEfo] 454 %“”ﬂ‘}i—%— gttt o xﬂ QPB7 H6 ®¥ o] A|-Fc &3 ¢
ud uke] g Wl ] S Expi293F T EA| ¥ E M3tal, COo, X E k7]
A 37°C, 125 rpm 2 8% CO, 2 07 7Y ? A g 8to] 45 ol
Tk 28 skelth 1 2 25x PBSE o] &3l H3 o, 0.2 um Al X ZHE
(Sartorius S6634)E o] &3 o] B3t v}, o] H Hl A of] Protein A 2| % 0.15 ml
2 W31 8o H | AR B awkste] @171 8194 5] PBSE Al 65t o
3,100 mM =&}o] Al B3 (pH 2.7)2 £53}aL 1 M Tris-HCI (pH 8.0)2 o] &3}
o] F3}3k 5, centrifugal filter units 10K (Merck Millipore)<= 2 AF8-3e] 1x PBS (pH
7.4)E ‘:H-‘_i']%‘ w3shel o) ]EJ A e 92 A A 3k of Al 8] B7-H6-Fe & ?sL 11;_}1314 |
¥} B g ol Al W gk o A 3 (BS, B7 E Bl14)S 747} X§3H= B7-H6 ¥ o]
A-Fc &% @4 o] ¥+ -8 SDS-PAGEZ 13513t} (&= 6).

A A<l 9. B7-H6 ® o] A &2 NKp30 234 A3

71 A A el gell A A Al gk B7-H6 W o] Al-Fe &3 v A & 9] NKp30 23
S 43571 Y3 ELISAE A3kt 7241 4 2. 2, 0.05 M Na,CO; pH 9.6°1 4
ng/ml= 8] 41 g B7-H6 ¥ o] A-Fc 83 &2 5 -& Flat Bottom Polystyrene High

=
(o4
O

oﬁi [‘_‘\L
o$ 4N' rf'

o rﬂ o = F%
g

=

-

[‘
i
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Bind 96 ¥ o] A 2 22| o] E (costar)®l] 50 w5} 4 °Coll A 16 A ZF &<
A8 7 100wl 4% =~7) A (Biopure) (in PBS, pH 7.4)2 g0 4] 1 A|
1t &t E2 78T 0.05% PBST (pH 7.4) 180 pl= 4 3|2 A 2 3 5 1% ~7]
91 3 (Biopure) (in PBS, pH 7.4)% 15 34 & NKp3O GSTE 50 ul ZF o] ¥
slo] Aol A 1 Al ZF B9k HE-S-A 1734 4 3] A2 % anti-GST-HRP AF Al o] E
50 ps gol Aol A 1 AIZE E_F WA 7] 1 4 3] A H SFATE L F, 1-Step
Ultra TMB-ELISA Substrate Solution (Therrno Fisher Scientific)S- 50 ul® & 7}sf 2
ABgk 5 2 M H,S80,2 50 W A 71sle] HE-g-8 <& A 71 Ul Epoch Microplate
Spectrophotometer (BioTek)S- ©] &3] -2 5} U}

[153] 71 A3, AEe 33 2] Hol A5 (BS, B7 2 Bl4)o| oA} # B7-H6 K.t} & #] 3]
& A% S YETH (R 7).

[154]  AA o 10. B7-H6 ¥ o] A F7} 238

[155] 10-1. 2315 A8 7]'HS AL8-317] 9]k A bl B7-H6 focused 2} H 2] ]
A 2F

[156] oFA & B7-H6%} U X 3li= &1 o]l & A 9] 3l a1 3°52] HolA| (B5, B7, Bl4)
o] 23L 9] o At 91X o] EA W o) E Y sho] NKp302| Aol 45 At
B7-H6 W oA & F7}= whasty] 918k ghol B el gl & A 2fsl i), efol Hog g
FAAE A7) Ao 49 FASHNH O g% T t] 2~ 357 ©](yeast surface
display) etel Bl 2] & T-58tqlth 754 ghol B g)= 1.5x 10" A7 o,

Al 2= #A 8 F8f 238 EAW o7 B0zt A& glstgln) (& 8).

[157] 10-2. B7-H6 ¥l o] A ==Y

[158] 7] AAle] 59 TS i o R elolH g MEe] Y S
NKp30°l & A3t S 74 = a5 3]st o, ~38d 2421
RIS

[159] 10-3. NKp30 ¢}2] 4 ?} o] Z7}¥ B7-H6 ¥ o] A& 9] enrichment %}$1

[160] 7] AAd 63 FA e Wi o g glo] B2 g] o NKp309ho] A% =S 1H7 4]
o2 FAEITE 1 A, - H ol A8 ¥ NKp309ke] At o] g

N

ofd
r
1.011
)
)V
o

lo

-

o

l

[161] “Al d 11. 77} B7-H6 WOl A &9 ofv =t M d £4 R A9
[162] A7) AN o 73 B o 7 P AT gL A S E Hol A S ukg
= g A o WA sl o] & B8 NKp309he] 2
Felo] g F 9% 2 Wol A (BF2, BF3, BF5, BFS, BF11, BF19, BF25, BF39 %
2

[163]  [32]
B7-H6 ¥ o] A B7-H6 ®lo] 9] 4] Bl 2| gkl ofr] =2}

B5 F51S5/5601

B6 N57D
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B7 K101E/S102R
BS A32T/S601
B9 A32T/LA0Q/S60I
Bl4 F51L/S60I
B16 K101E
B19 A32T/W67R/Q86L/K101E/L129M
B23 S60I/L114M/S142N
B29 M3 11/A32T/F511/S601/S 102C/R108M
B35 A32T/S60I/K101E/P143S
B40 137T/Q86L/K101E
B41 A32T/853G/S601/Q136R
B47 F51Y/S601
B52 S60I/K101E
B53 A32T/K101E
B54 A32T/S60/K101E
BF2 F51H/S601
BF3 F511/S60Y
BF5 I37F/F51L/S60T
BF8 F51T/S60T
BF11 F51L/S60H
BF19 F51T/S60Y
BF25 F51Q/S60H
BF39 F51K/S60L
BF46 F51R/S60T
[164] AA A 12. F71 1.3 B7-H6 Mol A E9 FEAE 4 Alx € g,
A
[165] 471 A Al 110] 4 A8 31 9 2] ¥ o] J|(BF2, BF3, BF5, BES, BF11, BF19,
BF25, BF39 ¥ BF46)E o] 83}¢] 47| A Al 832} HAgt WhH o= FEAM X &
Aule] g A2, el 2 A A 5taL, SDS-PAGER oFA & B7-H6, 37| w3k ¥ o]
A 9E 7 A AU %‘J SHATH (& 1),
[166]  AAd 13, & 2 o] B7-H6 Ho| A &2 NKp30 288 A=
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[167] Z7] = 389 HolAl& (B5,B7 2 Bl4), R 7 =S HolAl& 5
7]-?<olr =0 2%

=& 3% (BF2, BF8 2 BF19)9]] thafl A ELISAZ 47 A A

=

2 e Ao, 2odg o] A gt B Hol A Eo) ofAl
=< 2499 veEbllo (5 12).
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[ 1]

[7d - 2]

[ 3]

[ -3 4]
[ 5]
[T 6]
[ -3 7]
[ 8]

4% 9]

%973 10]
[ 11]
77 12]
7973 13]

[7d -8} 14]

AT
o} A & (Wild type) B7-H6(B7 homolog 6, NCR3LG1)2] o} w2k A =
31 A, 320 A, 37U A, 400 A, S1TH A, 53 A, 5TH A, 600 A, 67H A,
86 A, 101H A, 102:H A, 108 H A, 114 H A, 12000 A, 1361 A, 14211 A
2 143 H A o}n| Ao g o] Folx 7 0 BILE] A E = o] - 3L} o] A}
o ojn| = Abo] of A o] ol Akd thE A d = %] 3%, NKp30(Natural
cytotoxicity triggering receptor 3)2}-o] Ag# o] F-tE B7-H6 Hol A
Al 13+l dol A, oFA & B7-H69 o} 1] Ak A A & 19] o} 1] Ak A
A& E395H=, NKp302he| Ad = o] F-ti ¥ B7-H6 ol A|.
A 180l 1o A, M311, A32T, I137T, I37F, L40Q, F511, F51S, F5S1L, F51Y,
F51T, F51H, F51Q, F51K, F51R, S53G, N57D, S601, S60Y, S60T, S60H,
S60L, W67R, Q86L, K101E, S102C, S102R, R108M, L114M, L129M,
QI36R, S142N 2 P143S& o] Fol A o 2 E] A Bl of - 31} o] 4} 2]
obm] =4k | 3hS 3 §hski=, NKp30<ehe] 23t o] Z-tl ¥ B7-H6 ® o] 4.
Al 18] Qoj A, ofn] Ak 2] $F F51S 2 S601S ¥ 3+al=, NKp309h2] 2
= o] S th¥E B7-H6 Bl ol A|.

Al 18l glof A, ofn] =2t X3 K101E 2 S102RE ¥ 3+31=, NKp302}-<]
AgH o] Tt ¥ B7-H6 W ol A,
Al 18} 9lof A, ol Al X 3F A32T 2 S601S ¥ 3H5}=, NKp30}he| 2
k2] o] Zoh ¥ B7-H6 A o] A
A 18l 9l A, ofn] =4k X 8 A32T, L40Q 2 S601& 3 §3F=, NKp30
eke] A g= o] ¥ B7-H6 ol A,
Al 18l glof A, ofn] w2k X 8 F5IL 2 S601S ¥ 3H31=, NKp302h9] 2
)

sh2d o] ¥ B7-H6 H ol 4.

Al 18] Qof A, ofu] =4k X1 8+ A32T, W67R, Q86L, K101E Z L129ME
E3Fet=, NKp30¢te] 259 o] Z-th¥ B7-H6 ¥ o] A).

A 12%1 N0 A, ofr] s AF ] 8F S601, L114M & S142NE- E3)3)5=,
NKp302}¢] A= o] Z-ti ¥l B7-H6 ®¥ o] A).

A 138}ol] Qo] A, o} Ak 2] 8k M311, A32T, F51L S60L, S102C 2 R108M
& ¥E39het=, NKp302ke] A= o] Z-ti¥ B7-H6 Hol A

A 18}ol] Qo] A, o} Ak X 8+ A32T, S601, K101E 2 P143SE ¥ 35},
NKp302}2] 2 3= o] Fth¥ B7-H6 ¥ o] Al

A 18}l o)A, o} Ak X 8 137T, Q86L E KI01ES ¥ 3F3l+=, NKp30
e}o] Agte o] St H B7-H6 ¥l o] A

A 18l 9o A, o}u] =2k X8+ A32T, S53G, S60I & Q136RE X 8}6}=,
NKp302}¢] A= o] Z-ti ¥l B7-H6 ®¥ o] A).
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[+ 151 Al 18l of A, of] =4k X8 F51Y 2 S6015 3-313F:=, NKp309h2] 2
g2l o] Zof ¥l B7-H6 H ol A).

[T 16] Al 18] 9lo] A, ol Ak 3 S601 & KI01EE 3 315H=, NKp30<}-2]
A o] Tt ¥ B7-H6 H ol 4.

(A7 17) Al 18l of A, opu] =4k X 8F A32T 2 KI01ES ¥ §3)=, NKp302}2]
A o] Tt ¥ B7-H6 H ol 4.

97 18] Al 18l Qloj A, o] Al X3 A32T, S601 2 K101EE 3 85}H=, NKp30
elo] A= o] Fth¥ B7-H6 ¥ ol 4.

g5+ 19] Al 18l of A, ofr] =4k X8 F51H 2 S6015 3-3}3F=, NKp309}2] 2
ghejo] St B7-H6 H oA,

973 20] Al 18l oA, ol =4k X8 F511 % S60Y & 3 3}8k=, NKp30<he] 2
ghelo] S thE B7-H6 ¥l ol A

(73211 Al 13l oA, ofn| =4l 2] 8 137F, F51L 2 S60TE 3 3tsl=, NKp30
e}o] Agte o] St H B7-H6 ¥l o] A

(478 22] Al 180l Qoj A, opu| Ak X B F51T 2 S60TE X 815F=, NKp30<}h2| 2
ghejo] St B7-H6 H oA,

[+ 23] Al 18l oA, ofa] =4k X8 F51L 2 S60HE £33, NKp30<}-e| 2
ghelo] S thE B7-H6 ¥l ol A

373 24] Al 18l oA, ofa] =4k X2 F51T 2 S60YE E3h3H=, NKp30<}-e| 2
ghejo] St B7-H6 H oA,

73251 Al 13l lofA, ofm =4k %] 3 F51Q R S60HE F&5h=, NKp302}2]
A3zt o] Ful¥ B7-H6 ¥ o] Al

[+ 26] Al 18l oA, ol =4F X3 F51K 2 S60LE 233, NKp30<}-e| 2
ghejo] St B7-H6 H oA,

473 27] Al 18l oA, ol =4F X3 F51R 2 S60TE 3 35h=, NKp30<+2] 2
g2l o] Zth ¥ B7-H6 W ol A

[d7-328] Al 182 B7-H6 ®o| A & E&el= A1 A8l Al 3 (natural killer cell, NK

cell) 4] 314

[%d78F29] A 18+2] B7-H6 M ola] 2 %4 g+l Agts}
o] 4 = v 5o] 4 A

(73301 Al 2980l oA, 24 A 17-1A 339, GD3 7 =7 LA = R24,
EGFRVIIL, PSMA, PSCA, HLA-DR, EpCAM, MUC1 o] @il a o] 4 =
a] A3 MUC1, ED-B 59|91 g f-8l+= ¥ H 29 ¥l o] & HER2/neu,

Zpjo}A ¢ (CEA), JtA~EY HE HEg E Z(GRP) 8- sk , T

/\J(mucme) a9, 313 A4 212} =8 A (EGF-R), HER3, HER4, MAGE
91, SART 3, MUC1 &9, cerb-2 &9, TAG 72, ©F -3l a4
IX(carbonic anhydrase IX), ub-gf o)tk wy Xa](alpha—fetoprotein), A3, A33 &
Aol E-o] A2l &9, Ba733, BrE3-&<¢l, CA125, CDI, CD1a, CD3, CD5,

iy

B Y O 3 sl=l1 = =
Fig X3t olF 5
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CDI5, CD16, CD19, CD20, CD21, CD22, CD23, CD25, CD30, CD33, CD38,
CD40, CD45, CD52, CD74, CD79a, CD80, CD138, A7-5 0] 4] &9l-
p(CSAp), CSAp, EGP-1, EGP-2, Ep-CAM, FIt-1, FIt-3, Z4+93 <=8 A (folate
receptor), HLA-DR, 1 324 AXAAFI 2 FMHCGE) 2 1 AUHAE,
A 5 QLAHHIF-D), 1a, IL-2, IL-6, IL-8, Q1% A1 <1 &} 1(IGF-1),
KC4-3 ¢, KS-1-3 ¢, KSI-4, Le-Y, T2 Al 3 2 4] Q1ZHMIF), MAGE,
MUCIL MUC2, MUC3, MUC4, NCA66, NCA95, NCA90, PAM-4 g+ 9] &
o] 2 ol -2, efwk A 1A}, p53, A HAL A 3 2 9FEHA (prostatic acid
phosphatase), PSA, RS5, SIOO, TAC, B2l (tenascin), TRAIL 8 A &,
Tn &9, &< ¢] Wl 2} o] 8| (Thomson-Friedenreich) & &, % I A} g
$1&, VEGF, ED-B ¥] B 2 4] ¥l (fibronectin), & ¥3 4 3 *|(angiogenesis
marker), & %7 A} 3 4] (oncogene marker) S F U H- AR YA =2 0]
FOolA = OB HEH JEEE of = st o] el o] T 5ol A e ts

So] 4 37,

(73311 A 18}¢] B7-H6 W o)A == A 2038} 9] o] FE o] wi= t}=Eo] % 34
2 y3lelis, o] X8 i ok oFsld AR

(473 32] i) A Ae A EE Ealsks v, 2
#) Al 18] B7-H6 W o] |
Aall AEE M Gehz BAS TRk, B Y A A A A
o] 4 .

7878331 Al 13°] B7-H6 WMol A H3= 4] 298 9] o] F5H 0] 4 L=

[-7334] A 182 B7-H6 ®Ho
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carried out on the basis of a sequence listing:
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2. D With regard to any nucleotide and/or amino acid sequence disclosed in the international application, this report has been
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1. Claims Nos.: 34
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2. D Claims Nos.:
because they relate to parts of the international application that do not comply with the prescribed requirements to such an
extent that no meaningful international search can be carried out, specifically:
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A H A DA S EFE 71

CO7K 14/705(2006.01); A61K 39/395(2006.01); CO7K 16/28(2006.01); COTK 16/30(2006.01)
ZALE 71 Eofel &3l H AT o] 2o 3
St 5B A S0 F H W S F ) A 821 e AL H AT Hell 71 A€ IPC
JESFA Gt TH D AEF AL T W ZALE H A Ee 7] A E IPC
T A ZALe o] 8- HAE Hol el W o] 2~ (H o] Bl ¥ o] 0] A A Ao s H )

eKOMPASS(E3] A |5 A Al =4y & 7] 91 =.: B7-H6(B7 homolog 6, NCR3LG1), %] h(substitution), § ©] (mutant), 2 ¥
& (binding acthlty) NK p30(Natural cytotoxicity triggering receptor 3), AF¢1 23l Al 3 (natural killer cell), 51(” d &} A (activator)

Bl %k (culture), 34 &Y (target antigen), $(cancer), *| &.(treatment), o}l ¥ (prevention), #| ¢F(drug)

C. #4 &3

F}el a2 * |53 3 - A E e e 71A o™ A8
KR 10-2010-0091950 A (X BA| ¥ B 2, 2137 Z 7 ©| E] =) 2010.08.19
A QoF A+e 1, ¥HE [0013], [0032], [0036], [0098]-[0101], [0118]-[0123], [0128]- 1-33
[0132], [0164]-[0165], [0373]-[0375], ¥ 2, A EHE 2
WO 2011-070443 Al (INSTITUT NATIONAL DE LA SANTE ET DE LA RECHERCHE MEDICALE)
2011.06.16
A AA 2= 1-33
US 11291721 B2 (MARENGO THERAPEUTICS, INC.) 2022.04.05
A AA 2= 1-33
JOYCY, M. G. 5, “Crystal structure of human natural cytotoxicity receptor NKp30 and identification of
its ligand binding site”, PNAS, 2011, #1087, #| 153, #| ©] X] 6223-6228
A AA 2= 1-33
SKOREPA, O. 5, “Natural killer cell activation receptor NKp30 oligomerization depends on its N-
glycosylation”, Cancer, 2020, #1271, #[1998%, #| o] X] 1-24
A AA 2= 1-33
[“]57 4ol c(AZyel A1 A= Yt e Es|o] Phat MAE B4 S
* gy e 5
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