PCT/AU2012/000989

WO 2013/026099

1770

vi.

V.

o 0 a6 e

f‘ b
RN
W E ¢ &
e
B.
Adjuvant PBS
N
~

Speime 01 G5 D126 Speime 01 G2 Tofes )

#1319

-
. mm 2 cren m;m S ; w P ‘
5 1 /‘ |
/ 1 /\ /
‘ LJ \\ L \\ J K\
7 d PETTTETE TSP 7 I R
#1318 #1320 #1321 #1323



WO 2013/026099 PCT/AU2012/000989

2170

i i. ii.

Seup Soctiols 001 Seap 3o 265 Seap,
® =

S:ecines 001 R F2iesFo)

2tols_001_Setp Cortol 001 Hi2les:30

" z 'y s
o oo s s ik ¢ 2 i w0
E AT34
v V. Vi Vil.
e 20 %8 E0zEsPo Spesiven 021 F2 Feakes )
. Spzcimen 001 E7 E07 fos 0 2
2z "
Koo
LT : o &
T i :
T, ol : A e
W af T g ¢ &
Fica FTSA

Adjuvant PBS
A A
e I

Specimen 01 F5 o5 RE Specime 001 Fs FozfsRD
12

/

pesizn 021 Fi_Fl b .

pesizn 021 F2 Fozbsr

#1322 #1323

#1318 #1319 #1320 #1321

Figure 2



WO 2013/026099

A.

+4-OHT

2°Ab

3110

Cells only

Prebleed

Negative bleed

PCT/AU2012/000989

Kill bleed

Specimen 111 41 AClfrs
i

< 2ciner 001 2 a02fosk)
&

g Joecinen J01 AL AV o5

< 2cinen (C1 33 08fosk)
&

< 2cinen (C1 24 04fosk)
&

oecien 00° 55 40 fos 30
[

Pemuaseeny S R SR P T v § T T R
" d d d
‘i
e T T T T I
Cl
#142 #145 #157 CRCBT-06-001 CRCBT-06-002  CRCBT-06-003 CRCBT-06-004
= ‘ . ; .
«‘R, f " f
i J \ / i
+4-OHT || | i J S K / ) |
| A AL
L ] e L Lo Y L@M N
A S T A A TR TR e STy
I
- 4.OHT i
b T R TTE T TR T e T T Ty T

PEA =0

Figure 3



WO 2013/026099

A

CONTROLS

4/70

Supernatant
Tweak-Fc (ng/ml) 0 5 50 5 50
i " K . f 5
I f,[ \ / | Spnit (]‘ E‘% h*;ls‘
\4& AN L CRCBT-06-001 | N !

; ) \
Ospnt I f AT
SP2/0spnit |'», ﬂ)j ' Spnit f | i
P i e 12 f,,,r/ ! CRCBT-06-002 \w ,“\"\ “
TE T TEE ¥ d T
Control IgG spnt [f§ g # n 4 f
Ontrotigha spvt %, 4 i Sprit 142 1, i ;\
el B L
T e T TR T T . T
Control purified ,\ A A S " ) b
| ' pnit 145 i n
lg2b(tugm) [ | ||| FARRW
‘l‘“k i ll \’J*"" \ — ;( "‘m‘ . ‘_ NJV‘ \r ]

Spnit 157 Lﬂ\

M.'J h\ ) / H
: AR

Figure 4

PCT/AU2012/000989

CRCBT-06-001

Purified antibody
0 5 50
it
5 ng/ml /‘Qh ;‘}; Ql /r\

25 ng/ml |

ot 2
N Bt t‘ [«u/A[L §

.
50 ng/ml ¥%

100 ngfml M“»

b W
5, LI Cc
TR b3 TR

1pgml P,




WO 2013/026099

S e 01 21 Qo1

B.f

31

50

iv

Spucion o0 G5 Qnstes e

PCT/AU2012/000989

T O B B s

=0

;| [
\ f
; Yo adan e S I Yo -
v A S ¥ow [ LI
A

Figure 5



WO 2013/026099 PCT/AU2012/000989

6/70

Towak-fr  Sopid

4. o X 87 e e

vy e £ oy

e SIS
¢

A

Vs

28 s
i ngimd & ogimt
o NN " "
s ¥ \J g o
il T A
2ot o
e T
T : < )

Figure 6A



WO 2013/026099

l.
Tweak-Fe

Cells only
+- tweak

0 ng/ml

cinan C0 B1 B0l s

Tweak-Fc 0 ng/ml

7170

100 ng/ml

yplasien 10 G3 GO 23 men 11 Gt G (e

. "P
Negative control ,_’a i
Purified antibody

100 ng/m|

"

v
\
'
«
\
N

IFPA

Negative control gt Cit D¢ C)des

GFP-A

2zmen 101 DI O°Cle
Purified antibady|
1 pg/ml
s 2 T ™
L A A
GTFA GTFA

Figure 6B

100 ng/ml

SpaoTer 00 B2 00 FP
2

SP20
supernatant
{-ve control)

pesimen O G 00 ks By
il

T

130 12 [32 1\]3 134
24

181-6
supernatant
(+ve control)

pecinan O G2 Ci2feaf
3¢

.‘
LW

' 4
'

Tweak-Fe

0 ng/ml

pecinen Ci B ZC1 e X
&l

pecinen Ci B2 Cofe X

100 ng/ml

PCT/AU2012/000989



WO 2013/026099

TWEAK (ngim) 0

100

200

Specen 001_E1_BI1‘csF1 Spegimer_001_BZ_B1? us Rt Snae ren 001 BZ BCSfsF1
CRCBT-06-001
1 pg/ml
e o o
1010 1 il w0 g 0 - 10 01 -0
GFP-A GFP-A GFP-A
Specinen 00- C1 O fes:R- ecimer 001 G2 CI2%5:R1 S:Le

CRCBT-06-001
100 ng/ml

asien 00 L1 D0 foe sepimen 1 22 00 e Stbe
CRCBT-08-005
1 pg/ml
o
ks e
CRCBT-08-005 :
100 ng/ml n

Spaeran 301 F FO1fessFt

imen 131 F FO2fcs R

CRCBT-08-006
1 pg/ml

13

gogimen 001 G- GI1zs 31

n 001 G2 GI2%s A1

CRCBT-08-006
100 ng/ml | w

8170

TWEAK (ngiml)

CRCBT-06-007
1 pg/ml

CRCBT-06-007
100 ng/ml

Figure 7A

PCT/AU2012/000989

200

001 AR A13535 1

pecinen 1 3¢ Bi3 sl
3




WO 2013/026099

9170

TWEAK fngimi

N

LRLBT-I8-0M

R ngdodl

Figure 7B

PCT/AU2012/000989



PCT/AU2012/000989

WO 2013/026099

10/70

.
ke

N agfrd Twealebr
3 Songfed Toenke-Fy

§§§§§§§§”

HIZaP Had %%

oz

Pz 4

B

G

Figure 8



WO 2013/026099

11-8 {pg/ml)

1-8 (pg/mil)

16010

144010

12010

10010

8010

6010

4010

2010

10 -

16000

14006 -
L2006 -+
000G -+
S000G -
[HUHVEES
4000
2000 -

11/70

PCT/AU2012/000989

o
R
e
P

iR

== RCBT-06-0Q1
FCRCET-06-002

NS

& k

8 e
N X
\\

K
“,
%,

~SwCRCBT-06-004

= RCBT-00-005
«SNCRCBT-06-006

CRCET-CB-007

- N
“\‘&‘\\\\\\\\\\\\.::}\\\\xxw\\\\

10ugdml
Antibody

CRUBT-UG-LL s

CRCEBT-C6-002

CRCBT-CR-CO4

ot Y

ors
Y

CREBT

CRCBT-06-Ce LI

N 10 pp il Antibody

nn

10 ptg/mi Antil
+ 300 ng/mi Tweak-Fo

Figure 10

T
%I:‘&
3
&: N -:-:“ -%\

!‘5 ] -r ] ] e -51 —t ‘S
Lol o™ o o3
- - R U ag‘ T B
ook W T s w0 T 2
S Bk T R Z
= £ ® n
fard ] o
e =z
&
L]



WO 2013/026099

Light chain sequences:

FR1
C0L  DIVMIQTPASLAVSLGQRATISC
302 DIVLIQEPASLVVSLGQRATISC
305 DIVLIQTTASLTIVSLGQRATISC
306 DIVITQEPASLTVSLGQRATISC
507 DIVMIQSTASLAVSLGQRATISC

003 DIVMIQTTALMARASZGEKVIITC
004 DIVLIQSPALMRASZGEKVIITC

CDR3 FR4
00l QHSWEIPYT FGGGTKLEIKR
002 QHSWEIPPT FGAGTKLELQR
005 QHSWEIPYT FGGGTKLEIKR
006 QHSWEIPYT FGGGTKLEIKR

307 QHSWEIPYT FGGGTKLEIKR
o83
anyg

ve

SVNSSI
SVNSSI

SEQ
SEQ
SEQ
SEQ
SEQ

SEQ
SEQ

CDR1
RASQSVSTSTYSYMH
RASQSVSTSDYSYIH
RASQSVSTSTYSYMH
RASQSVSTSTYSYMH
RASQSVSTSSYSYMH

NO:
NO:
NO:
NO:
NO:

SSEYLAW
SSEYLAW

22
23
26
27
28

NO: 24

NO:
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FR2 CDR2
WYQOK=GOF=KLLIK
7Y QOKZGEZKELIK
GRQEZTVLIK
GRQEZTVLIK
WYQOK=GOF=KVLIK

YASSLES
YASNRDS
YASSLES
YASSLES
YASNLES

Figure 11A
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GSGTOFTLNZH=VEZIDDTATYVC
GSGTIFTLNZH=VEZDDTAIYYC
GSGTIFTLNZH=VEZEDTATYVC
GSGTIFTLNZH=VEZEDTATYVC
GSGTOFTLNZH=VEZEDAATYVC

YOQKSCISENPGEMAHFTWLLZ SL_ASVAVDLGZLTLSHSARWSLKM_ZLITVNSCGVVE]
YOQKSCISENPGEMAHFTWLLE SL_ASVAVDLGZLTLSHSARWSLKM_ZLITVNSCGVVPA
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Light chain sequences:

Voo

582
)
506

e
vul
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Voo
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e
vul
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DTV
CVLTQITASLIVELGCRATZEC RASQSVSTSTYSYMH WYQCTPGL?
CVITQSPASLIVELGRRATZ
CVMIQSTASLAVELGCRATZEC RASQSVSTSSYSYMH WYQCXPGLZPKVLIK

FR1 CDR1 FR2

C RASQSVSTSTYSYMH WYQCXPGLZPKLLIK
RASQSVSTSDYSYIH WYQQXPGCZPKILIK
TVLIK
RASQSVSTSTYSYMH WYQQTPGCZPIVLIK

CQSPASLVVELGRRATZ

CVXTQXXASLXVELGCRATZZC RASQSVSTSXYSYXH WYQCXPGLZPXXLIK
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QHSWEIPYT FGGGIKLZIIKR SEQ ID NO: 72
QHSWEIPPT FGAGTKLILQR SEQ ID NO: 73
QHSWEIPYT FGGGIKLIIKR SEQ ID NO: 76
QHSWEIPYT FGGGIKLIIKR SEQ ID NO: 27
QHSWEIPYT FGGGIKLIIKR SEQ ID NO: 28
CONSENSUS QHSWEIPXT FXGGIKIZXXR SEQ ID NO: 14
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Figure 11B
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FR3
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Heavy chain sequences:
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QVQLQQSCEGEIVQPGESMKLICIAS G TEZSYWMS

FR1

EVKZQQSCGG_VQPGCSMKL

=%

QVQ_QESCGGG_VQPGESMKL
QVQ_QESCGGG_VQPGESMKL
QVK_EESGGV_VQPGCSMKLSCIAS
QVKZEQSGGG_VQPGCSMKL
QVRZQQSCEGGE_VQPGESMKL

CDR3
TYADYFHY
RYADYFDH
RYADYFDH
RYADYFDH
SYADYFDY
RYSDYFDY
RYSDYFDY
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WGSGTILLIVSE
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CDR2

EIRSKSDNYATHYAESVKG
EIRLQSNDYPTHYAESVKG
EIRLQSNDYPTHYAESVKG
EIRLQSNDYPTHYAESVKG
EIRVKSNNYATHYAESVKG
EIRLKSDNYATHYAESVKG
EIRLKSDNYATHYAESVKG

Figure 11C

FR3
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KZTISXDDSXERTZLOMNNLRAEDTCIYYCSS
RETISIDDSANSVYLQMNNLRPEDTCIYYCAC
RETISIDDSANSVYLQMNNLRPEDTCIYYCAC
RETISIDDSANSVYLQMNNLRPEDTCIYYCAC
RZIISRDDSXESVYLQMNNLRAEDTCIYYCTK
KZTISXDDSXERLYLQMESLRAEDTCIYYCIG
KZTISXDDSXERLYLQMESLRAEDTCIYYCIG
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Heavy chain sequences:
FR1 CDR1 FR2 CDR2 FR3
001 QVELOZSGGELVQPCGENALSCIAS CITI SSYWMS WVRCEPEXCLEWVA EIRSKSDNYATHYAESVKG XZ TISRDLEKSXFILOMNNLRAEZT
002 EVKLQZSGGELVQPCGENALSCVAS CITI SYYWMN WVRCEPEQCLEWIA EIRLQSNDYPTHYAESVKG =<F TISRDLCEKNEVYLOMNNLRPEZT

005 CETZ SYYWMN WVRZEPEQCLEWIA EIRLOSNDYPTHYAESVKG =X TIZRDLIENZVYLOMNNLRPEIT

006 CETZ SYYWMN WVRCEPEQCLEWIA EIRLOSNDYPTHYAESVKG =X TIZRDLIKNZVYLQMNNLRPED

007 QVKLEESGGVLVQFCGSMALSCIAS CPST SKYWMN WVRCIPEXCLEWVA EIRVKSNNYATHYAESVKG =T IISRDLEKSSVYLCMNNLRAEZ

003 QVKLEQSGGGLVQFCGIMALSCVAS CITZ SHYWMS WVRCIPEXCLEWVA EIRLKSDNYATHYAESVKG XT TISRDLZKSXLYLCMSSLRAEZT

004 QVRLOQEGGELVQFCGIMALSCYAS CITZ SHYWMS WVRCIPEXGLEWVA EIRLKSDNYATHYAESVKG XT TISRDLZKSXLYLCMSSLRAEZTGIYYCIG

CONSENSUS XVKLXXZGGXLVQFCGSNALSCKAS CEXTXXYWMX WVRIEPEXCLEWXA EIRXXSXXYXTHYAESVKG X=XIZRDLIXXXXXLCMXXIRXEITGIYYCXX
QKD V I Irss S o} % VK NN 2 XT KNXFY NN P T:
EZCEE & % SNY N X I X DbP X1 ESEVE  8S A AC

K SR E CL SEY
H X
CDR3 FR4

001 TYADYFHY WCQGTOLIVES SEQ ID NO: LB

002 RYADYFDH WCQGTTLIVES SEQ ID NO: L€

005 RYADYFDH WCQGTTLIVSS SEQ ID NO: L3

006 RYADYFDH WCQGTTLIVES SEQ ID NO: 20

007 SYADYFDY WCQGITLIVES SEQ ID NO: 21

003 RYSDYFDY WCQGTTLIVES SEQ ID NO: 17

004 RYSDYFDY WCQGTTLIVES SEQ ID NO: 1£

CONSENSUS XYXDYFXX WCQGTXLIVES SEQ ID NO: L3
TA HA z
RS IY C
S

Figure 11D
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EQAPGTAPCSRGSSWSADLDKCMDCASCRARPHSDFCLGCAAAPPAPFRL SEQ ID NO: 2

B.
ECAPGTAPCSRGS SWSADLDKCMD SEQ ID NO: 46
C.
DCASCRARPHSDFCLGCAAA SEQ ID NO: 34
D.
ASCRARPHSDFCLG SEQ ID NO: 35
E.
::SASQRARPHSDFQLGSAAA SEQ ID NO: 47
F.
DCASSRARPHSDFSLGCAAA SEQID NO: 48

Figure 20
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