WO 2010/103388 PCT/IB2010/000516
1/14 )
B - e !H‘E.&lt A‘Zt WSSIW (2113
0.5
3
fos- SHHEWG AXL EXPHESSIEN 1411}
£
L%
s
-~ AXL EXPRESSION
Loy Rank rest, Pef 834
8.0 ]
X it s s e
Yeare aftoy pristery rerment
C . B j SE Wald [+ 1 3 _ gig. Exp{B}
histgr2gr 1,333 545 4719 ' 040 3,782
fymf2gr 2,215 541 11,947 001 9,165
adind2g 1,188 512 5,356 J2t 3273

FIGURE 1




WO 2010/103388 PCT/B2010/0056516

2/14
A. B MDAMB-231
) S S
. & &5 @wy e d&ﬁ”
i Anti-hAxt
: ﬁ Anii-Actin
C. ysate P

TMAuo sbRNA ATAY shRNA

§

O
Mumber of invasive cells
g E &

g

FIGURE 2



WO 2010/103388

markers

Egithalial

Relative geometric mean fluorescence

% of Max

asenchymal

314
m
H
b
H
12
1
03
i
wi
W Slug
Snail
e e Twist
T \ W Zshz
IR B rreep—rvy [ controt
19 1 100
Axl
MCF10a
L Y
& <l et o
5 i A ase | < Twist

FIGURE 3

Relative geometric mean flucrescence

PCT/AB2010/000516

b _MCF10a_
wt  Twist
29 kDa>» < Twist
148 kDa>» <Ax]
: « E-cadhetin
98 kDa» 3
g8 kDa> « B-catenin .
«N-gadherin
115 kDa»
50 kDa> jis <Actin
64 kDa> < Gase

confrol Zeb2 Twist Snall Slug

e MCF10a

Twist

Snail

Slug

Zeb2




WO 2010/103388

MOA-MB 234f
GFPLe

MOA-MA 231)
GFP-Luc-shAxi2

-

MBA-MR 231/ MDA—MB 231{GFF-

GFP-Lue (40x) Eug-shAx!?2 (40x)

£3 T, 3 R
MOA-MB 23T/GFP- MEA-ME 2317
Lue-shAsd2 (2.5x) GFP-Luc (2.5x)

Weeks post implantation

MDA-MB 231/

MDA-MB 231/

i . h
MDA MB 231! MDA—MB 23!¢'GFP—

GFP-Lug (20x) Luc~shaxd2 (20x)
v
= 120 ‘5‘ 20
S 10 kS "é‘ 16
5 8o
é £3 42
sC g 2
e T
4 &= =
£ 20 = 4
[:} 0

Conwol shadz

PCT/IB2010/080516

4/14
i
15 Total Photon MDA-MB 231/GFP-Luc
. - Total Photon MDA-MB 231}GFP—Luc shAle -
Tumor Diameter MOA-MB 231/GFP-Lu
_ -+ -ge--Tumor Diameter MDA-ME 231!GFP Luc—shAxl?
i
e
21 1
=t
2
<]
=
o
=
205 TS 1
15 3 *
,,,#P%,,M~ﬂ§
E 8= 2
g ; S S e PRSP PR
E40
2
£
i
=3
B
£ 5
=
)] 1 2 3 4

MDA—MB 231/

GFP-Luc (20x)

Photan.

Q 1 2 3 4 counlsimintfssc

.2

Tolal Pheton (10%sec

Turmor Diamler {mm;}

Time {weeks})

wam—Total Photon MRA-ME 231/GFP-Luc + EC + SMC

-- - Total Photon MDA-ME 231/GFP-Lue-shAxlZ + BG + SMG
Tumor tHameter MDA-MB 231/GFP-Luc + EC +

---o---TUrnar Dlameter MDA-MB 2311‘GFP Luc-shAxi2+ EC + SMC

ontrot

FIGURE 4

2
Tirne fweeks)




PCTAB2016/060516

Hi
Weeks postimpianiahin

/14

5

Weoks prtmplantalen

Wesks post inplzriaion

WO 2016/103388

- lnedfective shRNA
<--inesfective shRKNA

S
=l A Ay

Therapeutic

AxI21-GEP-Luc
Bxl2-GFP-Luc

|

ElshAx13-GFPiuc

T

Axl Knockdown Level

[TE
84
14

124

Lotaued @ia) [(EHFEEATE T T

woull jolwny peeuIcN

C

UIADIS) J0ILN L

tireshing

...,.wz.s“L e

WRBUE BANSBY G

FIGURE 5



WO 2010/103388 PCTAB2010/060516

H ]
M aﬂ i Gy, ! ey MDY = 2“ 511
, SRR
& %
2 €
E —
.g g
g2 2
z
£z *

1

-
o

GPPLugeAal sbANA

ADAH 291 D4

Termot EXeebe [iren)

u 2 % & 8 a
Tine twaeks)

) D5 =l TG * gD BO0S
R Sromber ol wrimalsiroat = 8 rkelo

Motastasis o
h Noda

B. Detected melastases
I vive Ex vivo
Cellline Oiganes
Lymph nade Lomgs  Ridneyn Ovaries Liver
T, LTt &5 46 3 e 0%
VD28 731 DEIN
CFF L b e FOIR a6 o6 Y5 D6 Ol

Npmunber of animalsigroup) = & mice/group

Ex wiva imaging HIE stafeng

BADANEE 231 WANEARR T3 L3 2 MDAMB 221 aa e 28 AN
DHEIN GFP-LiC OHILIN GFFLUC R -8 nhign
- 1Y n

FIGURES 6A-C



WO 2010/103388

Cum Survival

1.0

7/14

6.8

0.6 —

0.4

0.2~

0.0 -

SHAXEZ (N=5)

L

Vestor (=16}

Log Rank, P=0.012

PCT/IB2010/600516

T I | 1 i
B85 Yo 75 B0 B5 80 35
Number of days alive

Numirer of days alive

Celf line
Mean adian
BMIDA-NB ZAIIILN- Te.20 7700
CFFP-Lus o !
BAE AMI 23 LASHLN . e
GEP]no-shAXE2 92.20 97.20

Test statistics

Number of
. : . davs alive
Mann-Whitney tf 5 000
VWilcoxon ‘W 60,000
Z «2 483
Asymp. Sig. (24ailed) 014
Exact Sig. 12*{1-tailed Sig.7} .013{a)

FIGURE 6D



WO 2610/103388 PCT/IB2010/000516
8/14

106

. B T-GE P eshAT)
[ B HGE iy
8t - ‘h / B = lsolype oo
- I i )
£ - [ ]
[
!
48 o i}
i
wl ! i
1, \
¥ [}
o T N s A— :
10° iy 0 "
b Ax! level
L . . i
Weeks postirplartaton
‘ 47— LGRLuchAtTg
4 AT v
2 :
o
= "
o b -
3 32
" @
& pd
% z
g X
c
]
2
o B £
& K]
at ;
&
5
o
[
Q
o
-r
¢ 1 2 3 4 5 8 H a
C Time fweeks)
Detacled metastases
' Ex viva
Cell line Organ
Lo Bore Rbope  Lymphnodes Ovaes  Kidwop  Livee  Bnin © foiesis  Splen
4T4-GPP-Lu-shAIZTS [-Tr 1 -V S ¥ a7 3T wT OMT AT wur
4T 1-GFP Luc-shinAx? [sEr S v Tr g of7 o o o7 o7 07 orr a7

N (nurniber of animalsigroup) = 7 micelgroup
o

d .

ii

Anatomical location

*1.Brain

2. Axllary iymph nade
2. Lungs

4. Ovaries s
S5.Femur and Tibia :
6. Rib cage
7. Livar

8. Kidnoys

4T1-GFP-Luc-shmAxiz.

AT 1.GFP-Luz-shAXIZ78

FIGURE7



WO 2010/103388

1

61
121
181
241
301
361
421
481
541
601
661
721
781
841
901
961
1021
1081
1141
1201
1261
1321
1381
1441
1501
1561
1621
1681
1741
1801
1861
1921
1981
2041
2101
216l
2221
2281
2341
2401
2461
2521
2581
2641
2701
2761
2821
2881
2941
3001
3061
3121
3381
3241
3301
3361
3421
3481
3541
3601
3661
3721

CCTAGTTATT
CGCGTTACAT
TTGACGTCAA
CAATGGGTGG
CCAAGTACGC
TACATGACCT
ACCATGGTGA
GGATTTCCAA
CGGGACTTTC
GTACGGTGGG
CGCGCCAGTC
GCAGTTGCAT
CTACCCGTCA
AGGGACCACC
ATTGTCTAGT
TCTGTATCTG
GGAGACGTCC
GATCGTTTTG
GACGAGAACC
AGCCGCGCCG
TTTCTGTATT
ACCTTAGGTC
AAGAGACGTT
CGAGACGGCA
GGCCCGCATG
GACCCCCCTC
TCCGCCCCGT
CCAGCCCTCA
GGCACCCCCG
CTCTCTCCAA
GGLGGLACGT
CGACACAGTG
TTACACAGTC
ACACGCCGCC
TCTCGAGCCA
CCCOGGGCLa
GTCGACCCGG
GTCGGECTCG
ACCACGCCGG
GAGTTGAGCG
CGGCLCAAGG
AAGGGTCTGG
CCCGCCTTCC

ACCGTCACCG

CCTGGTGCTG
GAGTCCAACC
ATCCTGGTCG
GAGGGCGATG
CCCGTGCCCT
TACCCCGACC
CAGGAGCGCA
TTCGAGGGCG
GGCAACATCC
GCCGACAAGC
GGCAGCGTGC
CTGCTGCCCG
AAGCECGATC
GACGAGCTGT
CTTAAACTTG
AAGAAAGGCC
AAGGCTATGA
GAGGTGGACA
AAACGATATG

AATAGTAATC
AACTTACGGT
TAATGACGTA
AGTATTTACG
CCCCTATTGA
TATGGGACTT
TGCGGTTTTG
GTCTCCACCC
CAAAATGTCG
AGGTCTATAT
CTCCGATTGA
CCGACTTGTG
GCGGGGGTCT
GACCCACCAC
GTCTATGACT
GCGGACCCGT
CAGGGACTTC
GACTCTTTGG
TAAAACAGTT
CGCGTCTTGT
TGTCTGAAAA
ACTGGAAAGA
GGGTTACCTT
CCTTTAACCG
GACACCCAGA
CCTGGGTCAA
crereccecT
CTCCTTCTCT
CCCCTTGTAA
GCTCACTTAC
ACCCAAGAAC
TGGGTCCGCC
CTGCTGACCA
CACGTGAAGG
CCATGACCGA
TACGCACCCT
ACCGCCACAT
ACATCGGCAA
AGAGCGTCGA
GTTCCCGGCT
AGCCCGCGTG
GCAGCGCCGT
TGGAGACCTC
CCGACGTCGA
GATCCGGACA
CTGGGCCCAT
AGCTGGACGG
CCACCTACGG
GGCCCACCCT
ACATGAAGCA
CCATCTTCTT
ACACCCTGGT
TGGGGCACAA
AGAAGAACGG
AGCTCGCCGA
ACAACCACTA
ACATGGTCCT
ACAAGGAATT
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GCTCACCGGC
GTGGTCCTGC
TAAGTAGTTC
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TYGCAGTTGC
GACTACCCGT
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CTTCACCTAG
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TCAAGGCGAG
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CGGGATAATA
TCGGGGCGAA
CGTGCACCCA
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TACATATTTG
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FIGURE 8 (cont)
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