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1 OBJECTIVE

The objective of this study is to assess the effect of 10 Test Items on the viability and
proliferation of 5 different cell lines using the Alamar Blue detector.

2. TEST MATERIALS

Expiry Date:

September 2009

21 Test Items:
Test Item Test Item | PYsical | Baich Mvc\)/I:i(;Lrl:/ar Supplied | Storage | Expiry
No State | Number : By | Conditions| Date
' Concentration
1 Ng-3 Powder K103 612.84 Idedliza RT NA
2 Ng-4 Powder B119 290.32 Idedliza RT NA
3 Ng-5 Powder B116 318.87 Idedliza RT NA
4 Ng-6 Powder B117 305.83 Idedliza RT NA
5 Ng-7 Powder K202 319.86 Idedliza RT NA
6 Ng-10 Powder K105 578.37 Idedliza RT NA
7 Ng-22 Powder B105 369.94 Idedliza RT NA
8 OF-2 Powder B118 407.99 Idedliza RT NA
9 OF-3 Powder B112 927.0 Idedliza RT NA
10 OF-7 Powder B101 479.02 Idedliza RT NA
2.2 Reference I tem:
Name: Doxorubicin
Catdog No.: LO1DB
Lot. No.: 713474
Physical state: Liquid
Supplied by: EBEWE Pharm
Concentration: 2 mg/mi
Storage conditions: 2-8°C
Sterility: Non-Sterile
Expiry Date: November 2011
2.3 Adjunct Materials:
231 Name AlamarBlueT"
Catalog no. BUF012B
Batch No.: 030908B
Physical state: Liquid
Supplied by: Serotec
Storage conditions: 5+3°C
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23.2 Name DM SO
Batch No.: 078K 0692
Catalog No.: D-5879
Supplied by: Sigma
Physica state: Liquid
Storage conditions: Room temperature
Expiry Date: August 2010

2.4 Culture Growth M edium:

24.1 Name Growth Medium®
Batch: 300409
Content: DMEM supplemented with 10% FBS (Fetd

Bovine Serum), 2mM glutamine, 1mM Na
pyruvat, ImM non-essential amino acid, 1mM
Penicillin/Streptomycin

Components supplied by: Biologica Industries, Israd
Storage conditions: 5+3°C
Expiry Date: 300509

25 Samples Preparation:

Test Items were dissolved in 100% DM SO to obtain stock solutions of 10 mM. Since
Test Item #4 — Ng 6 did not dissolved properly, full dissolving was achieved using
water bath sonicator for about 5 minutes. Stock solutions were diluted ~ 500 with
Growth Medium to achieve working sol utions of 20uM. The Vehicle Control solution
contains 0.2% DM SO in Growth Medium.

26  Test System

Five different cell lines were used in this test:

H-29 - Human colorectal adenocarcinoma, ATCC # HTB-38

COLO 205 - Human colorectal adenocarcinoma, ATCC # CCL-222

C2BBel (clone of CaCo2) — Human colorectal adenocarcinoma, ATCC # CRL-2102
MPank-96 — Human pancreati c adenocarcinoma, ATCC # CRL -2380

HFF - Human foreskin fibroblast (BJ), ATCC # CRL -2522

2.7 Test procedure:

Cdls were thawed and passed at least once. Exponentially growing cultures of each
cell line were harvested, centrifuged, counted and seeded each at the density of 5000
cells/100ul/ wdl in prewarmed Growth Medium in 4 rows of 96-well tissue culture
plates. For the 5 cdl lines atotal of 3 plates were used (plates 1-3). An additional
plate (plate 4) with one row of each cel line was seeded to serve as Time 0 (Ty). The
Plates were incubated until the next day at 37+1°C, 5+0.5% CO, and 95+5% humidity,
to enable cells adherence to the well.

At the following day the following procedures were performed:

Plate 4- T, plate: 100ul of fresh Growth Medium were added to each well followed
by the addition of 22ul AlamarBlue™. The fluorescent signal (Exditation

(a) The same Growth Medium was used for the five Cell Lines
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544nm/Emission 590nm) was measured following an appropriate incubation time (4
hours and 24 hours).

Plates 1-3 — treatment plates: 100ul of the various treatment sol utions were added to
the cells according to the following plate plan. During treatments addition, on plate 3
seeded with BJ (HFF) cdls, TI-2 was added by mistake on TI-1. The treatments were
immediately removed, the cells were washed twice with Growth Medium and TI-1
treatment was added properly.

Plate 1-3 — Test Items:

1 2 3 4 5 6 7 8 9 10 11 12
A
B TI-1 TI-2 TI-3 TI-4 TI-5 TI-6 TI-7 TI-8 TI-9 TI-10 RI VvC 1% Cell
C Line
D
E
F TI-1 TI-2 TI-3 TI-4 TI-5 TI-6 TI-7 TI-8 TI-9 TI-10 RI VvC 2" Cell
G
H

Line

Plate 5 — Blank: In an additional plate, individua wells were filled with 100uL/well
Growth Medium and 100pL/well of the different treatments (8 wells each). This plate
served as fluorescent signal blank.

Following 48 hours of incubation, 22uL/well of AlamarBlue™ were added to plates 1-
3 and plate 5 and the fluorescent signal (Excitation 544nm/Emission 590nm) was
measured following an appropriate incubation time (4 hours and 24 hours).

DATA EVALUATION

31

3.2

3.3

34

Signals from blank wells (plate 5) were averaged for each treatment and subtracted from
the treatments opticd density (O.D.) values.

Average optical density (O.D.) was calculated for each set of replicate wells.
Cdl growth was expressed as (percentage):

a) Percent of to:

Averaged O.D ~ 100
Averaged O.D at t

b) Percent of Control:

(Averaged O.D —to) ~ 100
(Averaged O.D Vehicle—10)

Negative value (<0%) indicates cytotoxic effect

Paositive value (0-99%) indicates cytostatic effect.

Viability (%) was expressed as:

Averaged O.D (treatment) © 100
Averaged O.D (Vehicle)
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4. RESULTS:
The effect of 10 Test Items on the viability and proliferation of 5 different cell lines was
evd uated using the AlamarBlue Assay.
Tablel
The effect of Test Items on the viability and proliferation of 5 different cell lines
Per cent
Test Oo.D Percent S
item | TS el Line | (s44/500nm) | ofty | O V"'E‘OB' ')'ty Effect
No. Av +Std (%) A ’
(%)
198.43 . .
HT-29 +13.04 119.82 177.70 107.80 | proliferative
COL 0205 30;1;353 10821 @ 6376 | 9587 | cytostatic
1 Ng-3 C2BBel igg'gg 16140 = 77.67 | 9014 | cytostatic
213.29 .
M Panc +418 148.52 98.16 99.39 cytostatic
BJ (HFF) 15; gg 141.16 93.43 97.99 cytostatic
123.04 .
HT-29 + 212 74.30 -230.38 66.84 cytotoxic
COL 0205 ilg 365 111.44 88.84 98.73 cytostatic
2 Ng-4 C2BBel 332 '565 13361 | 4252 | 7462 | cytostatic
M Panc 201241 14014 | 8119 | 9378 | cytostatic
+881
438.14 .
BJ (HFF) +12.06 136.85 83.66 95.00 cytostatic
189.02 . .
HT-29 + 3796 114.14 126.77 102.69 | proliferative
COL 0205 333 ES 12345 | 182.12 109.37 | proliferative
141.85 .
3 Ng-5 C2BBel + 1155 80.43 -24.76 44.92 cytotoxic
184.11 .
M Panc + 1157 128.20 57.05 85.79 cytostatic
BJ (HFF) 123 ;; 132.16 73.00 91.74 cytostatic
75.05 .
HT-29 +347 45.32 -490.21 40.77 cytotoxic
7.92 .
COL 0205 +154 4.18 -744.16 3.71 cytotoxic
16.36 .
4 Ng-6 C2BBel +141 9.27 -114.77 5.18 cytotoxic
109.42 .
M Panc +538 76.20 -48.15 50.99 cytotoxic
5.52 .
BJ (HFF) 1.73 -223.10 1.20 cytotoxic

+270




Technical Report —HBI Study No.: IDL/006/CTX
The effect of 10 Ng compounds on the viability and proliferation of HT-29, COLO 205, C2BBel (CaCo2 clone), M Panc-96

& HFF cell lines - screening assay Page 6 of 10
Test 0.D Percent | e Cent
Item Tﬁt ltem | call Line | (544/590nm) | of to c 0‘; | V'ao?'“ty Effect
No. ame Av +Std (%) ontrol | (%)
(%)
HT-29 f’g '113 8284 | -15383 | 7453 | cytotoxic
87.00 .
coLozos | 770 4596 | -419.69 | 4072 | cytotoxic
94.34 .
5 Ng-7 C2BBel +4.99 53.49 -58.84 20.87 cytotoxic
M Panc 132 :?2 97.35 -5.36 65.15 cytotoxic
BJ (HFF) ilsl_'gg 6592 | -77.36 | 4576 | cytotoxic
HT-29 fgzei 5225 | -42804 | 47.01 | cytotoxic
69.82 .
coLos |  oe 36.88 | -490.20 | 3268 | cytotoxic
89.07 .
6 Ng-10 C2BBel +286 50.50 -62.62 28.20 cytotoxic
M Panc 142 gg 99.39 -1.23 66.51 cytotoxic
BJ (HFF) 17%_%% 2468 | -170.98 | 17.14 | cytotoxic
HT-29 32%57 5734 | 38246 | 5158 | cytotoxic
4533 .
coLozs | % 2397 | 59045 | 21.24 | cytotoxic
66.55 .
7 Ng-22 C2BBel + 445 37.73 -78.77 21.07 cytotoxic
144.05 .
M Panc +10.91 100.31 0.62 67.12 cytostatic
BJ (HFF) ioggl 022 | 22652 | 015 | cytotoxic
HT-29 f%‘f% 2442 | 67758 | 2197 | cytotoxic
7.40 .
coLozs| (4 391 | -74627 | 346 | cytotoxic
28.97 .
8 OF-2 C2BBel oyt 1643 | -10572 | 917 | cytotoxic
MPanc | o9 | 7371 | 5318 | 4933 | oytotoxic
BJ (HFF) izle 2 088 | 22502 | 061 | cytotoxic




Technical Report —HBI Study No.: IDL/006/CTX
The effect of 10 Ng compounds on the viability and proliferation of HT-29, COLO 205, C2BBel (CaCo2 clone), M Panc-96

& HFF cell lines - screening assay Page 7 of 10
Test 0.D Percent | o CeNt
item | TSN | call Line | (5445000m) | ofty | 0‘; | V'ao?'“ty Effect
No. ame Av +Std (%) ontrol | (%)
(%)
HT-29 f%%i 30.13 | 62639 | 27.10 | cytotoxic
COL 0205 +962g8 486 | -73891 | 430 | cytotoxic
9 OF-3 C2BBel +10122; 582 | -11914 | 325 | cytotoxic
M Panc 153'%; 10826 @ 1672 | 7245 | cytostatic
BJ (HFF) Z‘;'_%% 2323 | -17429 | 1612 | cytotoxic
155.57 .
HT-29 + 16.69 93.95 -54.28 84.52 cytotoxic
COL 0205 fol";% 1082 | 69263 | 958 | cytotoxic
10 OF-7 C2BBel 112'31 6458 | -4480 | 3607 | cytotoxic
M Panc 5:31%2116 166.57 134.67 111.47 | proliferative
BJ (HFF) fgﬂg 9562 | -994 | 6638 | cytotoxic
HT-29 103.44 .
+ 558 62.46 -336.52 56.19 cytotoxic
COLO205 149.62 79.04 -162.78 70.02 cytotoxic
+378
RI Doxorubicin C2BBel 11; 6655 66.71 -42.12 37.26 cytotoxic
M Panc 199.63 .
oty | 13001 | 7892 | 9303 | cytostatic
BJ(HFF) | 207.97 6496 | -7955 | 4500 | cytotoxic

+10.79
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Figurel
The effect of Test Items as percent of to

% of TO

TEﬂIﬂ;

3§ £ 5 § P S
< < < < 2@ 2@ (@) ) (@)
| BHT-29 m COLO205 O C2BBel O Mpanc mBI(HFF) |
Figure 2
The effect of Test Items as percent of V ehicle Control (VC)
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Figure 3
The effect of Test Items on the viability of cel lines

Viability
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5. CONCLUSIONS:

The effect of the 10 Test Items on the viability and proliferation of the 5 different cell lines was
assessed using the Alamar Blue detector.

The different Test Items showed various levels of cytotoxic, cytostatic and proliferative effects,
on the different cancer cel lines (HT-29, COL 0205, C2BBel, MPanc) and on the normal cell
line (BJ— HFF) relative to the V ehicle Control.

TI-1—Ng3 did not show cytotoxic effect on any of the cdl lines.

TI-2 — Ng4 showed cytotoxic effect just on HT-29 cdl line.

TI-3 — Ng5 showed cytotoxic effect just on C2BBel cell line.

TI-4 — Ng6 showed cytotoxic effect on dl the cdl lines including the normal cdl line BIJ(HFF).
TI-5—Ng7 showed cytotoxic effect on dl the cdl lines including the normal cdl line BIJ(HFF).
TI-6 —Ng10 showed cytotoxic effect on all the cdl lines including the normal cell line BJ(HFF).
TI-7 — Ng22 showed cytotoxic effect on all the cdl lines except MPanc.

T1-8 — OF2 showed cytotoxic effect on all the cdl lines including the normal cel line BJ(HFF).
T1-9 — OF3 showed cytotoxic effect on all the cdl lines except MPanc.

TI-10 — OF7 showed cytotoxic effect on all the cdl lines except MPanc.

RI — Doxorubicin showed cytotoxic effect on dl the cdl lines except MPanc.
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RAW DATA
Plate 1 - Fluorescent signal (Excitation 544nn/Emission 590nm)
Ng3 | Ng-4 | Ng5 | Ng6 | Ng-7 | Ng10 | Ng22 | OF-2 | OF-3 | OF-7 | RI VC
2359 | 1462 | 2656 | 9811 | 1644 | 1111 | 1255 | 61.39 | 7553 | 2562 | 1353 | 202.8
HT-29 2039 | 1466 | 1827 | 9272 | 15909 | 1058 | 1140 | 5546 | 70.64 | 2326 | 1335 | 2252
217.8 143.8 194.7 89.51 145.7 104.6 1135 53.79 68.55 2328 1245 1934
2201 | 1422 | 1995 | 9397 | 1573 | 1109 | 1133 | 5716 | 70.33 | 2337 | 1253 | 2015
2296 | 2281 | 2562 | 2517 | 107.8 | 9543 | 6458 | 2403 | 3179 | 1038 | 1759 | 2329
coLopos | 2156 | 2344 | 2495 | 2833 | 1080 | 8893 | €580 | 2329 | 2969 | 1053 | 1776 | 2496
2233 | 2332 | 2478 | 27.37 | 1068 | 8909 | 6837 | 2386 | 3056 | 1065 | 1791 | 227.4
2352 | 2347 | 2690 | 2532 | 1041 | 9233 | 7015 | 2494 | 3120 | 1069 | 1706 | 2315
Plate 2 - Fluorescent signal (Excitation 544nnm/Emission 590nm)
Ng-3 | Ng-4 | Ng5 | Ng6 | Ng-7 | Ng-10 | Ng-22 | OF-2 | OF-3 | OF-7 | Rl VC
3146 | 2585 | 1765 | 3340 | 1107 | 1133 | 8223 | 50.12 | 3180 | 1078 | 1488 | 347.1
coBBer | 3129 | 2608 | 1546 | 3406 | 1114 | 1075 | 8937 | 4520 | 3020 | 1997 | 140.1 | 346.6
3003 | 2568 | 1530 | 36.33 | 1217 | 1126 | 8804 | 4302 | 3146 | 1985 | 1440 | 3354
2949 | 2532 | 169.8 | 3577 | 1121 | 1090 | 9309 | 4361 | 3312 | 1927 | 1425 | 3206
2393 | 2164 | 2135 | 1248 | 1564 | 1709 | 1640 | 1210 | 1812 | 3197 | 2250 | 2441
M Panc 231.3 2143 188.7 124.4 1534 1575 151.7 116.7 166.3 305.0 2181 234.6
2361 | 2307 | 2125 | 1271 | 1640 | 1592 | 1703 | 1276 | 1884 | 3289 | 2271 | 229.2
230.9 | 2303 | 2086 | 1359 | 1641 | 169.9 | 177.4 | 1246 | 1724 | 3437 | 2330 | 237.2
Plate 3 - Fluorescent signal (Excitation 544nnm/Emission 590nm)
Ng-3 | Ng4 | Ng5 | Ng6 | Ng-7 | Ng-10 | Ng-22 | OF-2 [ OF-3 | OF-7 | Rl VC
4856 | 4711 | 4475 | 2662 | 2373 | 1051 | 2243 | 1950 | 9408 | 4182 | 2458 | 4789
B (HFF) | 2030 | 4700 [ 4454 | 2373 | 2200 [ 0706 | 2252 | 1901 | 9865 [ 3802 | 2406 | 480.2
4748 | 4473 | 4474 | 2026 | 2326 | 1003 | 2223 | 1918 | 9517 | 3748 | 227.1 | 4753
4683 | 4499 | 4387 | 2562 | 2231 | 9978 | 2212 | 19.62 | 9503 | 3844 | 2232 | 496.8




