WO 2010/047663 PCT/SG2009/000390

1/59
FIG. 1
24 hrs 48 hrs 72 hrs
(A)
0 25 590 0 25 5.0 0 25 50
CD44 i . & |
CcD133
Actin
®) Untreated v-T13 (Bug/ml )
F =+
4= Hqre - -
a Jo 5
- LI M2 AE- I
= Q'... "-";’ -
a,.: . " - Q-a .
w® 10t 19 0% 10t w? 10l ¢ 1w0¢ wd
CDA4 intensity CD44 intensity
© 24hr A8hr 72hr

»T3(ug/ml) O 2550 0 25 50 0 25 50
CD44 [N '

CD133




WO 2010/047663 PCT/3G2009/006390

2/59

FIG. 1 (continued)
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FIG.2

) PC3 spheroid formation after y-T3 treatment
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FIG. 3 (continued)

©) MGH-U1 Cell viability afier y-Tocotrienol treatment
120

100
m 24hr

™ 48hr

80

60

40

% of untreated control

20

I I B

0 20 40 60 80 1400
113 dose (M)

6

C

PU145 spheroid formation after y-13 treatment

200

150 # Crl

@10
20

10.0

5.0

Number of spherclcds/300 cells

0.0

o

y-T3 (pg/mi}

Control 10 pug/mly-13



WO 2010/047663 PCT/5G2009/000390

6/59

FIG. 3 (continued)
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(A) —
ROI 1-3.31930+09
Control ~ -
(Spg/mi) [ - P
B)
Control 7I3 ircated
Total no.of mice 7 9
Mice with visible tomor at week 2 7 4

9% of tumor mitiation 100% 44 4%



WO 2010/047663 PCT/SG2009/000390

(A)

No. of spherolds

8/59
FIG. 5
180
160
140
120
100
30
Bl
40
20 )
4] I
Ctrd Doc  Doc40ng+ Doc4Ong+ T3 10ug/ml T3 20ug/ml
40ngiml  T310ug T3 20ug
® Pefore treatment 48 hr T3 treatment
(B)

Vehicle Docetaxel v-T3
40 ng/ml 10 pg/ml



WO 2010/047663

A

y-T3 (ng/mi)
p-mTOR
mTOR

Akt
B-Catenin

Actin

B

PCT/SG2009/000390
9/59
FIG. 6

24hr 48hr T2hr

0 25 50 0 25 50 0 25 50

Fold change in Oct3/4 expression

18

| =

2 16

i

£ 14

g 1

£

E 10

c 8

% 6

=

2 a

L* 2

o

= 2

L=

g o] vwm WM
Control 25 5 Control 25 5
W y-T3 treatment {pg/ml}) W y-T3 treatment {pg/mi}



PCT/SG2009/000390

WO 2010/047663

10/59

FIG. 7
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FIG. 8

Mice fed with y- or &- or
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FIG. 10
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FIG. 10 (continued)
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FIG. 10 (continued)
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FIG. 10 (continued)
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FIG. 10 (continued)
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FIG. 11
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FIG. 13
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FIG. 13 (continued)
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FIG. 14 (continued)
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FIG. 14 (continued)
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FIG. 15
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FIG. 15 (continued)
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FIG. 15 (continued)
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FIG. 16
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FIG, 17
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FIG. 17 (continued)
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FIG. 18
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FIG. 18 (continued)
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FIG. 19
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FIG. 19 (continued)
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FIG. 20
KA MB2H
1.2 i
P DT, R I e B B B ety -
2 |
% 0.8 1-- e e I S N aitntcet bbbttty f
£ i i
F 11 R S T e JORRUOR S S L e ann et
£ I
LY L
% U_4 Joul A ¥ DR SR AR R SH ot 2 s A i i J---l--‘-liﬁ]-‘d-'-—-'-ii
E LN
D.'Z ey T A T&-‘h‘ﬂd ‘.J‘rl‘mb“ CET L E RS -i‘ﬂildv.n\ ﬂﬂﬂﬂﬂﬂﬂ l-‘ii
!
Q- T 1 L | E— : .}
Cantrof T Geet  DotesT T3 Dot
Bocetavel (50 1M} - - + 4 - L
o TE{EE @il = ~ - - * o
TP {30 ji} - o - * - -
MDA MB231
®) Docetaxel {200kl - - * *
qanina-T3 0 | - - - +
gomnsa- TP 30 Wil | - y
cleaved caspaee 3 1718 kDa
Cleswed PERP 88 0=
Cleaved Cazpase 7 20 40
Caspased 57 kD%
Ceaved Caspase & || L 4340e
Cleavad Caspase 8 | 350
prmspho i g cRrety
EGFR | t70 DA
i 1 15308
tatmacka Y T




Viable cells/control

WO 2010/047663

36/59
FIG. 20 (continued)

©
MCF!
Docetaxel {50 nl) - - + + -
gamna-T3 {4 phl} - - - - "

gamma-TP {46 phl} . + - "

PCT/SG2009/00039¢

cleaved PARP

29 kDa

cleaved caspase ¥

cleaver caspase 8

il 20 kDa

| 37kDa

cleaved caspase 3

19 kDa

beta-actin

™ | 13104

@)
MDA-MB231

N

Control Gamma Tocotrieno! (80uM)

APN (900uM)




WO 2010/047663

37/59
FIG. 20 (continued)
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FIG. 20 (continued)
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FIG. 21
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FIG. 22
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FIG. 23
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160
1.40 1 T
1.20 1 J-
E
w100 4
g
g 050 - I
=
2 ps0-
2
2 T
0.40 - 1
0.20 4
0.00 T
Cortral 10uM 300k
53361
Treatwaent Dosage/pA
Antibody Control 20 40 60
e ————————— o ————————
Snail
i .
b E-cadhenin
=
iy beta-catenin
gamma-catenin
< . )
g vimeniin
&
g alpha-ShLA.
§ twrist

B-aciin




WO 2010/647663

PCT/SG2009/000390
45/59
FI1G. 26
1.2 = ==
(8) T O Docetaxel (50 nh)
i 4- 31 I B Dacatbazine (500UM }

Viable eellsicontral
=3
o

Chemuotherapy drug
+-T3 (40 prl) - +
v-T (40 ) - - - + +



PCT/SG260%/000390

46/59
FIG. 26 (continued)
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FIG. 26 (continued)
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FIG. 27
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FIG. 27 (continued)
©) Serum Biomarkers for One Month Toxicity Study
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FIG. 28 (continued)
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FIG. 29

3 mice were used for in vive imaging system:

Group Body Weight | Tumor Size

(1) Control 14.8g 2000 mm®
(2) Gamma T3 18.9 288 mm°
(3) Gamma T3 + Docetaxel 14.5g 161 mm°
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FIG. 29 (continued)
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FIG. 29 (continued)
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FIG. 29 (continued)

3 mice wera used for in vivo imaging system:

Group Body Weight | Tumor Size

(1) Control 15,3 2000 mm®
(2) Gamma T3 18,3 288 mm®
(3) Gamma T3 + Docetaxel 27,3 161 mm®
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FIG. 29 (continued)
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FIG. 29 (continued)
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FIG. 30

Tumor Cell Proliferation Markers

Decreasing in expression
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FIG. 32 (continued)

(B) Repressor of E-cadherine

Decreasing expression level



