WO 2018/088878 PCT/KR2017/012892

20F7 016

Coants

4 S 152028 N

. PEMC(ZFT) 018 g _PEMOR6#7) 016 . PBMCIZEF71.016
- g
g 8
i g
?
~ R
° °

10°

1/33

2

SEE&X| (112 H91Z) ISA/KR



WO 2018/088878

Counts
10 20 30 40 50 60

0

Counts
10 20 30 40 SO 60

laa

PCT/KR2017/012892

2011-05-19.008

10

0

1

A
vy

10!

4

y, M1
)
W,

10
27B6 tugftest

Maker X Gated Mean
Al 10000 1955S
M1 q97.70 200.00

2011-05-19.006

adlaaaadaaaalaas

P PR

@*’ t\ﬂﬁ
2 3 q

|
' M1
¥ .

e
L&

10 10

27B6 chimeric sup

10

Maker ¥ Gated Mean
Al 100.00 11158
W1 97.20 114.57

2/33

2

SE&X| (12! H91Z) ISA/KR



WO 2018/088878 PCT/KR2017/012892

[= 3]

27B6 pairing Ab fusion clones

screening
Partner cell: A549-SNU

(=)control

AW 3
M e Tt

3/33

Y| (F4 R|91Z) ISAKR



WO 2018/088878 PCT/KR2017/012892

[ 4)
4B4 mADb 4B4 chimeric Ab
3
Ql
B "]

' 8] Population 2
mei | £ S e
§31 I M1 z ]

R £ 3
=L i 81
o] o]

A L i

[ 5a)

MCF7: ER+PR+

Sample 003 / MCF-7 4B4 / Population 1

Event Number

10
FITC (530/30) LogH

Plot title; Sample 003 ' MCF-7 4B4 / Fopulation 1
X Axis: FITC (530/30) LogH

Population % of Pa... MeanX Med )d
All of Plot 100.00 351.03 103.49
Population 2 95.26 367.71 108.58

ER: Estrogen receptor

PR: Progesterone Receptor

HER2: human epidermal growth
factor receptor 2
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MDAMB231.: triple negative

Sample 001/ MDAMB 484 / Populstion 1

L
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X Axis: FITC (530/30) LogH

;Population %of Pa... MeanX

All of Plot 100.00 79.99

PPopulationZ 9519 8357
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Med X|
30.28
3147

ER: Estrogen receptor
PR: Progesterone Receptor

HER2: human epidermal growth

factor receptor 2

5/33

Y| (F4 R|91Z) ISAKR



WO 2018/088878 PCT/KR2017/012892

[= 5¢)

SKBR3: HER2+

Sample 001/ SK-BR3(4B4)/ Population 1
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X Axis: FITC (530/30) LogH 3-
Population % of P...Mean [... Med [X]]
All of Plot 100.00 18935.28 18886.00

qPopulation 2 75.49 20924.7520470.00

ER: Estrogen receptor

PR: Progesterone Receptor

HER2: human epidermal growth
factor receptor 2
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354 2786 4B4

L
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119145 227 245
(HdII/BgII/K) (+EcoRV)

94, 154 : active site,
119, 121, 145 : Zinc binding
226.267: substrate binding

300

L 39~300 ]
58~300
| 69~300
| 85~300 )
[ 151~300 |
4B4 27B6 higG
Background 0.011 0.022 0.012
CA12full  1.991 2.27 1.827
CA12N85 0013 0.01 11
CA12N151 0014 0.047 0.996
CA12N39 0.365 0.086 1.828
CA12N58 002 0.021 0026
CA12N69 0.045 0.039 0.191
mock - 0016 0.038 0.007
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_____ K+ kifunensine
HS: human serum
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27B6 chimeric Ab ADCC
100 | = control YG5(+K) 1ug/ml
®@ 27B6 chimeric 0.1ug/ml
W 27B6 chimeric 0.1ug/ml

Cytotoxicity (%)
N o ®
o Q o

N
o

0 ks T T T
HT29 A549-SNU NCI-H460 MCF7

HT29: human colorectal adenocarcinoma
A549: human lung adenocarcinoma
NCI-H460: human non-small cell lung carcinoma

MCF7: human breast adenocarcinoma(ER+/ PR+/ ERBB2-)
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MDAMB-231: Triple negative

Luminescence(RLU)
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CA1l2 expression on MDA-MB-231 celis

2786
MDANMB231.003

S
R
10 10! 10 10° 109

27B6 chimeric 1ug

Meorker 36 Gated Mean || Morker 6 Goted Mean
Al 100.00 69.90 Al 10000 92.15
M1 69.18 96.43 M1 83.96 107.29
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SE 30
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20
10
0 y T T T T T
0 Day 6 DLy 9 Dayl3 Dayl7 Day3 Day7 Day34 Day
SYME U5 $3% 7 2 K=
Cell line MDAMB-231 ( TNBC cell line)
Cell inoculation No. 1*107
| Injection site S.C.-flank
Chimeric antibody 2786, 4B4

Dose / injection time

12mg/kg, 3 time injection

for 2 weeks/ L.P.
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MDA-MB231 MTT assay (24hr)
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Chimeric " DNP004
MDAMB231/ chimeric 4B4 -1ug MDAMB231 / DNPOO4-humani...
38 58
€ o £
Z S 23
€ =
[ o
> >
w O w O
10 10 10
FITC (530/30) LogH
Tube name: chimeric 4B4 - 1ug {Tube name: DNPOO4-humanized tug
Population % of P... Mean X Population % of P... Mean X
All of Plot 100.00 186.95| -|All of Plot 100.00 209.18
99.40 188.06 ' EPopulation 2 99.18 210.88
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MDAMB-231 : Triple MDAMB-453 : Triple
negative negative
MDAMB231/ chimeric 4B4 -1ug MDAMB453 / chimeric 4B4 -1ug
- O: - ,
28 RS
E
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484 §
> 3 >
w Oy w o4
10 108 10 10 10 100 10° 10
FITC (530/30) LogH FITC (530/30) LogH
Tube name: chimeric 4B4 -1ug Tube name: chimeric 4B4 -1ug
Population % of P... Mean X |Population "~ %of P... Mean X
All of Plot 100.00 186.95 |Allof Plot 100.00 399.85
Population 2 99.40 188.06 Wpopulation 2 99.84 40048
MDAMB231/ DNP004-humani... MDAMBA53 / DNPO04-humani...
88 5 2
Humanized ¢ ‘g N
4B4 ;’ 8_ 3 Q
(DNPOO4) = - z 27
5
w O: G 01
' ]
0 1 10 10 0
FITC (530/30) LogH 1010 5o 30y Lot

Tube name: DNPOO4-humanized 1ug | Tube name: DNPOO4-humanized 1ug

Population %of P... Mean X |Population % of P... Mean X
All of Pot 100.00 209.18 |Allof Plot 100.00 436.20
Population 2 99.18 210.88 | Population 2 99.62 437.84
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SK-BR3 : HER2+ MCF7: ER+PR+
SK-BR3/ chimeric 4B4 -1ug MCF7/ chimeric 4B4 -1ug
. O -
® O o
€ g
Chimeric z @ z
[~ [=4
4B4 N M
w o w
10 10 10 10 10 10
FITC (530/30) Logh FITC (530/30) LogH
Tube name: chimeric 4B4 -1ug Tube name: chimeric 484 -1ug
Population % of P... Mean X] |Population % of P... Mean X
All of Plot - 100.00 24,78/ (Al of Plot 100.00 73.69
b4 Population 2 62.68 32.66 Population 2 71.06 9892
SK-BR3/ DNP004-humanized ... o MCF7 / DNP004-humanized 1ug
Humanized 3 8 2 ] i)
4B4 E E ] M Y\population 2
(DNP004) 2 S Population 2 zZ o]
. g = 3]
& ol w old L
‘ 0 1 2 3 4 0 1 2 3 4
100 10 10 100 10
10 o 10 FITC (530/30) LogH

10 10 1
FITC (530/30) LogH

Tube name: DNP004-humanized 1ug

Population % of P... Mean X
All of Plot 100.00 2346
B Population 2 56.28  33.06

ER: Estrogen receptor

Tube name: DNPOO4-humanized Tug

Population % of P... Mean X
All of Plot 100.00 6868
F&dl Population 2 68.40  95.59

PR: Progesteron Receptor
HER2: Human Epidermal Growth Factor Receptor2
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200 Days after treatment
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MDAMB453 ( Triple negative) xenograft model
500 : - —
- T T
. g400 T
E T oltt ]
£300 | ] [ xx
3 I { 1 S > '\\
°
>200 I e
S - AT kxT T 1
E100 15 ' : 1 1
2
0 T T T T T
0 10 20 30 40 50
Days after treatment
—o—control —tr—~DNP004 4 mg/kg
~O—DNP004 8 mg/kg —x~DNP004 16 mg/kg
—O0—DNP004 32 mg/kg
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