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©» V79 COLONY FORMING ASSAY

Experiment Name : 1251UdR cluster with 10% DMSO w/0100 uM lindanc(50% labet)
Experiment performed by: A. Bishayee

Date: 09/18/00

1. Sctthe rockcr-rollc; at 37°C incubator with 5% CO,, sct the Coulter Countcr, wash cclls (from two 175 cm’ flask,

subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB, paool, pass five times

through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul in Coulter cup containing 20
ml isotone (Coulter balanced electrolyte solution)
Dilute to ~2,000,000 cells/ml m MEMB [Actual count:

2.
3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm})

cells/ml)

Date/Time: oq({8(00'/ 4-00 pm

Date/Time: 0‘7((6/00/ §-oop—"

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2
5. Prepare MEMB containing radioactivity in hood
73 ul 1251UdR (prepared on 07/03/06 )+ S ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity according to Table below.
¥
Tube# | IUR | Cellsin | MEMB | MEMB+ || 100uM | 10%DMSO
wCi/mi M(i‘::B mb) | ZIUdR 13/23?\;65-0 ml‘(‘nil)"m
[6uCi/ml] | in MEMA
(ml) (ml)
| 0 1.0 1.0 0 0.4 0
2 0 1.0 1.0 0 0.4 0
3 0.25 1.0 0915 | 0.085 0.4 0
4 05 1.0 0.835 0.165 04 0
5 1 1.0 0.665 0.335 04 0
6 2 1.0 0.335 0.665 0.4 0
7 3 1.0 0 1 0.4 0
8 0 1.0 1.0 0 0 0.4
9 0 1.0 1.0 0 0 0.4
10 0.25 1.0 0.915 0.085 0 0.4
11 05 1.0 0.835 0.165 - 0 04
12 1 1.0 0.665 0.335 0 04
13 2 1.0 0.335 0.665 0 04
14 3 1.0 0 1 0 04
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7. Return test tubes to roller for 12 h . Date/Time: 09 669" 8-30 p~
8. Next day, while test tubes are in shaker label 40 (4x10) gamma-tubes (13 X 100 mm glass test
tube)
9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled
centrifuge). Date/Time: o7 [19/00 , G-ool:m

10. Remove buckets from centrifuge and carefully remove 100 pl of supernatant and place in prelabeled
gamma-tube.

11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 m! wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17. Similarly wash the cells that were not labelled, pooled cells from two tubes, resuspend in 8 ml was

MEMA with 10% DMSO w/o 100 uM lindane

18 Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene microcentrifuge
tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet ilps

18. Again add 200 ul MEMA with 10%DMSO w/o 100 uM lindane as per the table, resuspend and transfer

_the cell suspensions in the same polypropylene microcentrifuge tubes (Total volume ~400 ul)

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C
20. Transfer tubes at 10°C for 72 h. Date/Time: 09 / 19{ 00,1200

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from 100 ul
supernatant removed earlier and count them for radioactivity
Date/Time: 09 9 /m, ' 400 pnr
22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul w: sh MEMA and
transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap
and wall) containing 10 ml wash MEMA by using pasteur pipet
Date/Time: 04/ Voo ;, (0-00
23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell suspensions in &«
12 m! tubes
24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 60 mm petri dishes with 4 ml MEMA
- load test tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4,1.5;2.2,23,2.4,25,X.2, X 3,
X 4, X.5 etc.

26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

“vIT v YA VT L VAV LR vy
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27.
28.
29.
30.

3L

32.

33.

34.

35.

36.

37.

38.

Centrifuge tubes for 10 min at 2000 rpm, 4°C

Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

Centrifuge tubes for 10 min at 2000 rpm, 4°C

Decant supernatant, click tubes, vortex, resuspend in 2 mi wash MEMA, pass five times through 3 cc
syringe with 21 gauge needle

Determine cell concentration by transfering 100 ul to Coulter cup

Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into dilution tube
X.4, vortex tube X 4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and transfer 0.5 ml to tube X.2
and vortex. Keep tubes on ice.

Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X 4 (in triplicate). Only X.2 should be
seeded for control T-tubes.

Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube

Incubate petridishes for 1 week

Count gamma tubes for radioactivity Date/Time : 09 M/{ 00", g-so
After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol. Stain colonies
with 0.05% crystal violet

Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data point.
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s 91 1.00 2de 152
5 92 1.00 N ¥ 124
5 93 1.00 M 1=y 182
5 94 1.00 25 142
5 95 1.00 %Eb 160
S 94 1.00 ?’7"\ 27 174
S5 97 1.90 12844 13044
o 98 1.00 %3198 133585
‘3' 99 1.00 2529 12682
5 100 1,00 75 25881
S 101 1.00 ey el 27776
5 102 1.00 27051 - 27184
5 103 1.00 9797 " 49943
5 1404 1.00 51920 52101
Siy
F#& S# TIME FMAZE  CEMB/E FLAGS “MIN
g 108 1.00 0807 S0993 120
5 106  1.00 TSRS 7744 2
5 107 1.00 5503534 103779 123
5 108 1.00 &4 pozos 102314 174
51109 1.00 (147087 147418 25
S 110 1.007m {3;5053 150907 127
5 111 1.00 48877 149234 128
5 112 1,00 20 157 129
.5 113 1.00 | 2‘_‘25 147 130
5 114 1.00 21 157 1351
5 115 1.00 24 142 133
5 116  1.00 G\ %;6 145 134
5 117 .00 21 164 135
5 118 1.00 12524 12658 1756
5 119 1,09ﬁn1{;3304 13454 137
5 120 1.00 3445 13606 139
5 121 1.00 2ESG 25770 140
5 122 1.0Q[”4%?6499 26461 t41
S 123 1.00 246223 26340 142
5 124 1.00 =0954 51132 144
5 125 1.00 by 453177 533564 145
5 126 1.00 1971 52148 146
5 127 1.00 6081 P6F0F 147
S 128 1.000 ﬂé 00699 10097S 148
5 129 1.00 06215 106437 149
5 130 1.00  A47363 147708 t51
5 131 1.00 Wﬁéﬁl 953 152327 152
TR OIER 1.0 55506 155871 153
5 133 1.00 b 164 154
S 134 1.00 23 189 156
5 135 1.00 16 156 i57
t 136 1.00 127029 127899 158
51794
61927
61901
62294
L2053
61644
HF04T
e
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[ow JFOQFRATTR DOA )
&2017
61997
61360
61601

2EF74
62062
61817
61962
61944
61746
61392
62011

FROGRAM  #:

B G:

ZOHANGE :

FEAK s

YRESOLUTION:

CHI-SEUARE s

10
208
7.7
&52

12.7

19.1

NORMAL RANGE:

8.9 TO

e
2 -

0F7/20/00

16214
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h= 7.5~ 09//5/00 ', 630 pre 4
= 115k
et N
TABLE-1 o D6y 185 > 0-1106
- (P XS
Expt. #: ) Date/Time : 07(/‘1{00'/ 4-00 pm .
Tube #| Medium count for 10 ul Avg. cpm | dpm uCi/ml (A,)) | uCi/mt (A,)
(cpm) [cpm/1.09] | on counting | on addition
e=0.74 [dpm/22200] | [A/e]
y=1.47
1
Y
2 )
3 128 %6 W77¢ | 0530 | 0535
4 16764 | 24573 | Mo b
> 50786 | 4659 | 209 22— |
6 (0lox] | 92680 | 4417 499
7 46581 | 13esis | Glg 624
’ 2
9 J
10 13070 Haq0 0'S40] 0545
i 26083 23729 l~f0771 08 -
1 S2013  4%7/8 2149 9 17
1% {0 077] qgwa] 4.;] 4. 24
14 \5159)7 |y107) é'% G- %2—



&2444
G2132
62608
62487
61986
&R20Z7
L2205
foyeropar
41881
G123
61905
G270
62207
&1913
41687
&1982
&1984
L2282
62240
G2171
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FROGRAM  #; 10 O/2T/00 0 4
FEAK: &H42

WRESOLUTION: 11.6

CHI-SBUARE: 24.2  NORMAL RANGE: 6.9 TO 32,

]
aeg

Lo
]
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F# G#
= i
5 2
5 )
5 4
5 5
5 b
g 7
bt 3

&

I R
5 11
5 1z

o 13
3 14
I 15
9 16
S 17
5 18
5 19
5 20
5 21
5 22
5 23
3 24
575
5 24
5 27
5 28
5 2

S 30
VI |
o B S04
S 34
5 35
5 36
53y
500389
G =9
5 40
S 41
= 2
= =
5 44
9 4%
5 46

TIME CFMA/E

1.90 420
1.00 ) 32
1.00 ‘V‘%;7

1.00 27
1.00

1.00 ol 54q
1,00 N7280
1.00 44180
1,00¢k/ =E7

1,00 %§UE4B
1,00 78192
1.00 aid 8748
1.00 156641
1.00 133368
100 451314
1.600 375176
1.00 0 z0r452

1.00 2E6T6LT78
1.00 Lot
1.007 g""'“'l 33

1.00 551
1.00

1.00 ggéﬁz
1.00 (24

1. 00 36
1.00 WOQEQ

1.00 27
1.00 1316
1,00 1040449
1.00 29948
1,00 82449
1.00 (lgB2497
1.00 IT135
1.00 R&437
L.oopt/ 93584
1.00 ¥ 75488
1.00 ITE2064
l.DO\y%§74247
1.00 F2451 4
1.00 g Dy
1. Lnn4q§21”"?7
1.00 150243
1.00 28
1.00 31
1.00 26

1.00 127422

FOWER FatL

CrMB/E
1354
163
157
165
1 I:."'\
1467

47456
463

4::":""\:.‘
80440
78375
78944

156998
15708
131641
276415
J6946R4G
J6HL6905
DS08R
DIS477
SI893Z0

186

174

168

194
183
186
41484
40618
40122
85681
82714
83314
196908
193724
196020

F7O45E
75487
225878
SS4765
365033
SSRA765

1&664

170

156
1283Z0

4

FLAGS

Jooul @gtly

09 /(B0

Fo0 fr

07/ M/ po

4,
—
b
=

L@WN WU

™
I ) i

oot
iy

13

16
17
e
20
E

b
s al
o
-
e
<.

5

=
27

29
30

= i
-vn-\
P

33
e

36
37
38
39
41
42

-
)

44

44
47
48
49
=1
a2
‘_‘l.__'h
54
S96
a7

7 q,

wt 17

a0 A

.qb\
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TABLE-2

Expt. #: 2~ Date/Time: 09 / Qﬂf() 0 Y
Tube #{ Radioactivity for 300 ul cell Avg. cpm | dpm uCi/ml (A;) | nCi/mi (A,)
suspension
[cpm/1.09] | on counting | after 12 h
(cpm) incubation
[dpm/666000
[A/e]
1
2
3 5‘
4
5
6
7
8
9
10
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TABLE-3

Expt. #:

Date/Time :

Tube #

Coulter count for 100 ul cell
suspension

Avg. count

Cells/mi
[Avg. count

x 4000]

pCi/cell

[uCi/ml x10°

Cells/ml]

kBq/Cluster
[pCi/cellx148

10
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TABLE-4

Expt#: ')/

Date : Oq{?ﬂfloo

Tube.dilution| Colony1 | Colony2 Colony3 | Avg Colony SF
I3 /139 22~ 9 11 1y
21 147 (32 127 J
Ir— 87 77 68 773 | 05993
42 49 6T 58 5664 64477
51— 4s b4 31 39 0-2900
(5 17 1 14 15:33 070
73 57 52 49 513 0037
81— 127 3¢ 717 1958
a9 107 (7 12s
lov2- 78 ¢7 59 68 0°5583%
2 49 4f 34 3B 03393
D2 — 14 /6 3 [4:33 01174
A
144 80 e 2 s 0 00Gs
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V79 COLONY FORMING ASSAY

Experiment Name : 23[UdR clustcr with 10% DMSO w/0100 uM lindanc(50% labcl)
Experiment performed by: A. Bishayee

Date: 09/14/00

1. Sct the rocker-roller at 37°C incubator with 5% CO,, sct the Coulter Counter, wash cclls (from two 175 cm* flask,

subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB, pool, pass five times

through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul in Coulter cup containing 20

ml isotone (Coulter balanced electrolyte solution) ‘ '

Dilute to ~2,000,000 cells/ml in MEMB [Actual count: 2 n4.4.0¢ o cells/ml)
1 i

3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm)
Date/Time:

2
3
4. Keep the tubes in the roller for 3-4 h at 37°C, 3% CO2
5. Prepare MEMB containing radioactivity in hood

Soul 1251UdR (prepared on 07/ 08’[ &0

)+ _C ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity according to Table below.

Dat/ Time: 04/ 1#/pe

Tube# | “IUR | Cellsin | MEMB | MEMB+ | 100uM | 10%DMSO
uCi/ml M(I:I\:B (ml) [UdR 1 (I)‘oi/?gaﬁgo in I::EII)VIA
[6uCi/ml] | in MEMA
(ml) (ml)
1 0 1.0 1.0 0 0.4 0
2 0 1.0 1.0 0 0.4 0
3 0.25 1.0 0.915 0.085 0.4 0
4 0.5 1.0 0.835 0.165 0.4 0
5 1 1.0 0.665 0.335 04 0
6 2 1.0 0.335 0.665 0.4 0
7 3 1.0 0 1 0.4 0
8 0 1.0 1.0 0 0 0.4
9 0 1.0 L0 0 0 0.4
10 0.25 1.0 0.915 0.085 0 0.4
11 0.5 1.0 0.835 0.165 0 0.4
12 1 1.0 0.665 0.335 0 04
13 2 1.0 0.335 0.665 0 0.4
14 3 1.0 0 1 0 0.4

0aliafos; I00P*

7-10 ph,
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‘ 7. Return test tubes to roller for 12 h . Date/Time: 09/ 14( 00 , 7-30)A.
8. Next day, while test tubes are in shaker label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test

tube)
9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled
centrifuge). | Date/Time: ¢ 1 / [ / 00, 9-c0 4.
10. Remove buckets from centrifuge and carefully remove 100 pl of supernatant and place in prelabeled
gamma-tube.

11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17. Similarly wash the cells that were not labelled, pooled cells from two tubes, resuspend in 8 ml was

MEMA with 10% DMSO w/o 100 uM lindane

18.Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene microcentrifuge

tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips
. 18. Again add 200 ul MEMA with 10%DMSO w/o 100 uM lindane as per the table, resuspend and transfer

the cell suspensions in the same polypropylene microcentrifuge tubes (Total volume ~400 ul)

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C
20. Transfer tubes at 10°C for 72 h. Date/Time: 09/ Isfpo, 11 -300.,,

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from 100 ul

supernatant removed earlier and count them for radioactivity
Date/Time: 09/ /9 {o0; 400~
22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash MEMA and
transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap
and wall) containing 10 m! wash MEMA by using pasteur pipet
Date/Time: 07/ 8 / 0o, 18- 90
23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell suspensions in 4- .
12 mi tubes
24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load-60 mm petri dishes with 4 m| MEMA
- load test tubes with 4.5 ml MEMA and label them 1.2, 1.3,14,1.5;2.2,2.3,24,2.5,X.2, X.3,
X4 X 5etc.

" 26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
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27.
28.
29
30.

31.

32.

33.

34.

35.

36.

37.

38.

Centrifuge tubes for 10 min at 2000 rpm, 4°C

Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

Centrifuge tubes for 10 min at 2000 rpm, 4°C

Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times through 3 cc
syringe with 21 gauge needle :

Determine cell concentration by transfering 100 pl to Coulter cup

Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into dilution tube
X.4, vortex tube X .4 and transfer 0.5 ml to tube X3, vortex tube X.3 and transfer 0.5 ml to tube X.2
and vortex. Keep tubes on ice.

Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X 4 (in triplicate). Only X.2 should be

 seeded for control T-tubes.

Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube

Incubate petridishes for 1 week

Count gamma tubes for radioactivity Date/Time : - 00 Div

After 1 week, wash colonies 3 times with normal (1X) salme and 2 times with methano? Z{e{xz/coo?o{uzswp
with 0.05% crystal violet

Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data pont.
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£ a4 h 0 7/ 12/60
e .2\6,_ éq$x”‘{ %4 N 4700/‘.
i - - Z ' 21N
‘ - £ lagp — 09//‘)‘/00}
is-s 7-30 /™

t)

ég" 00555
0-9¢¢

[}

FPROGRAM  #: 5 O9/20/00 13211
REGION Az LLs= 15 L= 80 EEG= Q %“SIGMAa= .00
REGION E: LL= 15 UL= 1000 Bl G= 0 ASIBMA= .00
TIME= 1.00 SCREENING LIMITS= 0 O kK=1.000
F# o# TIME CFPrMasE CPME/E FLAGS MIN
5 i 1.00 25 1860 z2
,8C TUBE JAM ™ {
2 TURES MISSING
5 4 1.600 =1 155 7
S b 1.00 {26 143 a
b} 1) 1.G0 2% 18& g
5 7 1.00 1414 11749 10
5 8 1.00 3”%;2128 12249 11
5 g 1.00 12068 1222 2
5 10 1.00 20589 20730 C 14
5 11 1. 00 4y {;3520 2R656 : 15
f 12 1.00 2E251 2EETS 14
5 1 1.00 42804 42971 17
S5 14 1.00 i {454{11 45555 19
515 1.00 44114 44297 20
o 16 1.00 34785 85189 21
5017 1.00 Uié%8770 89001 22
518 1.00 IBLHEF 88833 23
5019 1.00 28719 129053 29
5 20 1. 0077M {‘1(*:1 &3 133482 26
9 21 1.00 32571 33852 27
5 22 1.00 g 164 28
5 23 1.00  8n {:1 174 2
5 2 1.00 =8 183 31
5 2 1.00 24 152 a3
s 2 1.00 9 égq 182 %S
5 27 1.00 29 171 . 4
5 28 1.00 1382 11556 35
5 2 1.00 oM J12059 12180 37
5 30 1.00 12242 12387 8
LS | 1.00 R2447 22589 =9
5 3z 1.00 \n é,‘2414 22581 V~9}( 40
5 33 1.00 23169 2RIPY i 41
.5 = 1.00 g 43727 47888 o 4%
5 =S 1.00 17 SW 44
'7 z6 1.00 a3 - 45
5 F7  1.00 (hy-85141 46
5 38 1.00 AZSE51 135557 47
5 39 1.00 135853 136146 49
5 40 1. 004N /126723 127036 S50
5 41 1.00 ARG 7 1?44&§ =4
5 42  1.00 :§@ 1;2§Q =
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TABLE-1

Expt. #: | Date/Time : 0‘7/ (‘?/00‘/ 4-00 ™
Tube #| Medium count for 10 ul Avg. cpm | dpm uCi/ml (Ay) | nCi/mt (A,)
j‘og
(cpm) Tmézm} | [cpm/6-7438]| on counting | on addition
e=0-506 074 | [dpm/22200] | [A/e™]
y=1.47
1 .
1 2%

2 )

3 1908 | lo924. | 0492 | 0'S20|
4 22092 | 20247 01124 09650
5 44079 | 40439 |82 1925
6 §7442 | $0223 36\ 3-8
7 131817 | V20433 | S44 | STS
8

1 29

9 )

10 W8ag | loqlL 044915 0°5i4
i 22677 20804 0457 0490
yp 43698 40089 [ §0 Q0
& Bslz— 78084  3-S| 371
4 133¢sy - 123785 557 5- 89
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RGN R R LRGN LRI

goeaaem uaooaaadogdo, Lﬂ’ﬂ ggamaa g

2 TUBES MISSING Tl {9foo
49  1.00 ~r7 146 56

) 4?*06>/MV
l

T

|
< di

S# TIME CFMA/E | CPMB/K FLAGS MIN
=50 1.00 Z0 161 57
51 1.00 10,2372 199 59
=52 1.00 St 157 b0
93 1.00 24 184 &1
54 1.00 2 27/ 15= &2
55 1.00 47877 480736 &%=
564 1AWD}L%}6765 446718 &5
57 1.00 L5875 446041 &b
=8 1.00 1547 81746 67
59 1,00 40%%0176 80377 68
&0 1.00 G717 79540 &%
6l 1.00 56192 158517 71
2 1.00 &, §54184 154559 72
6% 1.00 53774 154118 73
64 1.0 79706 - ZB0O9EL i 74
b5 1.00 é,,%*;?«:yma I714654 76
bb 1.00 X LPT IS 370877 77
&7 1.00 EE3600 556203 78
&8 1.00 7o§38 140 540567 - 79
&9 1.00 741958 544429 81
70 1.00 2 191 a8z
71 1.00 & L29 168 a3
7z 1,00 VY S ¥-¥ : 84
73 1.00 28 165 84
7 1.00 9d éi 157 a7
75 1.00 27 148 a8
7b 1.00 41605 41764 a9
77 1.00 40712 40868 90
78 1.00% %n109 40248 71
79 1.00 =485 83721 93
80 1.60 “Uzgﬁqzé 8X148 4
81 1.00 4829 85041 o5
g2 1.00 198974 199410 26
g% 1.00 ¢Aé95356 195788 27
g4 1.00 { 28085 198579 99
a5 1.00 78444 3797 100
g6 1.00 \gd?;77784 79068 101
g7 1.00 AZT7E71 328395 103
a8 1.00 557565 S60119 104
ay 1.00 wc/%ws-:sa 571897 105
G0 1,00 54585 B5E7495 106
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@7/{5/90) g-o0 a. .

TABLE-2
Expt. #: | Date/Time : 07/ 19(00, #£-32 pr—
Tube #| Radioactivity for 300 ul cell Avg. cpm | dpm HC/ml (A) | uCi/ml (A,)
suspension
[cpm/1.09] on counting | after 12 h
(cpm) incubation
[dpm/666000
[A/e]
1 "g 3
’ )
’ 46808 | 42943 | 0064 | 0-0673
4 8034 | T73¢82.| o o | 0163
5 I553s2] (42535 0244 0'22S5
6 313251 | 342443 | 0514 0'$4.03
7 d44529| 499567| 07501 | 07879
8
| 2%
’ )
10 40760 | 37 43 0056 | 0:059]
l 83718  7csoe 61153 o-j2in
P 147443 18 lla0 02719 02859
i 3617~ 33135 0447 05225
1 Si48 07 OBl

S¢ 0567
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TABLE-3
Expt. #: ¢ Date/Time : 02//8 /90

Tube #| Coulter count for 100 ul cell Avg. count Celis/ml pCi/cell kBq/Cluster

suspension
[Avg. count [uC/ml x10° | [pCi/cellx148
x 4000] Cells/ml]
! 449, 45, 44
2 X412, 482, 44/
3 412, 435 4¢o 435 | TH2eep gy
4 51, 3s¢, 283 370 | (40600 | 0-078s
> 419, 456, 439 44 (764000 | ©°i27
6 433, 4s2, 4 444 I177¢ 000 0 304
7 476, “hl, 451 4¢3 1852000 0425
8 516, 524, sS4y
’ 4.3, 4se, ¢y |-
10 369, 390, 45 398 I59 2000| ©-037
I Wy 46, 455 41— 1649333 004ss
2~ -
St { 5,7/6/ 5}7 S5 Lto/}}} O*iS(p

13 490, 412, #43 475 (j0 0000 .975
i S10, 571, 58I 530 2322400 O 9476
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TABLE-4

Expt#: | Date:  (9/35(60

Tube.dilution| Colony1 | Colony2 | Colony3 | Avg Colony SF
B [ g | 197 T a3
2.+ a9 & 72~ )
§ - 47 St 66 56133 | 0°SCT!
8.y 43 YR 4 33 0:3322
s 2 22 24 20 11N 2 | 02215
3 88 78 77 876 | 008821
7.3 21 18 15 183 | o0 0184
82 109 13 01110283
Iy 19 a7 87 ) |
(0.2~ S5 4s 36 4s:33 | 044408
-2 29 26 24 26433 0'2S6o
192 iq yA 11— i4 036/
%3 B 7 3 hS 00145
14-4 /0 03 24 06> o006l .
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V79 COLONY FORMING ASSAY
Experiment Name : 125TUdR cluster with lindane (50% label) Exp. #: 3;
Experiment performed by: A. Bishayee Date: 08/10/00
1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from two 175
cm” flask, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB, pool,
pass five times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul in
Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)

2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count: cells/ml)

3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm)

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO» Date/Time: og/ / 0{ 00 ;
5. Prepare MEMB containing radioactivity in hood Y~00 pmw

7¢ Ul 125TUdR (prepared on 01/24 /M) )+ 5 ml MEMB
6. After 3-4 h, Temove test tubes from roller and add MEMB with or without radioactivity according to

Table below. Date/Time: 08/10f 00’
Tube# | "IUdR | Cellsin | MEMB | MEMB+| 100 uM | MEMA S0 pm
| uCifmt [ MEMB |y | g | Lindane’| oo
(m) (6uCifmi]| MEMA
(ml) (ml)

1 0 1.0 1.0 0 0.4 0
2 0 1.0 1.0 0 0.4 0
3 0.25 1.0 0915 | 0.085 04 0
4 0.5 1.0 0.835 | 0.165 04 0
5 1 1.0 0665 | 0335 0.4 0
6 2 1.0 0335 | 0.665 0.4 0
7 3 1.0 0 1 0.4 0
8 0 1.0 1.0 0 0 04
9 0 1.0 1.0 0 0 04
10 0.25 1.0 0915 | 0.085 0 0.4
11 0.5 1.0 0835 | 0.165 0 0.4
12 1 1.0 0.665 | 0335 0 0.4
13 2 1.0 0335 | 0.665 0 0.4
14 3 1.0 0 1 0 0.4 |
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7. Return test tubes to roller for 12 h . Date/Time: 0 3/ 10 / 00, 7-oo p-

8. Next day, while test tubes are in shaker label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test
tube)

9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled
centrifuge). Date/Time: 08/ itfo0, 760 dn.

10. Remove buckets from centrifuge and carefully remove 100 ul of supernatant and place in prelabeled
gamma-tube.

11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

~ 13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

16. Centrifuge tubes for 10.min at 2000 rpm, 4°C

17. Similarly wash the cells that were not labelled, pooled cells from two tubes, resuspend in 8 ml wash

MEMA

18.Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene microcentrifuge
tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

18.-Again add 200 ul ice cold MEMA with or without 100 uM lindane as per the table, resuspend and
transfer the cell suspensions in the same polypropylene microcentrifuge tubes (Total volume ~400 ul)

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C :
20. Transfer tubes at 10°C for 72 h. Date/Time: 0811/ 0o, t/-00a4,

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from 100 ul
supernatant removed earlier and count them for radioactivity
Date/Time: 0F/4/00, ) pn
22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash MEMA and
transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap
and wall) containing 10 ml wash MEMA by using pasteur pipet
Date/Time: 05/ Iq«/oo-/ 200 pH.
23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell suspensions in
12 ml tubes
24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5; 2.2, 23,24,25;X2,
X.3,X4, X5 etc.

26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
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27. Centrifuge tubes for 10 min at 2000 rpm, 4°C

28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

29. Centrifuge tubes for 10 min at 2000 rpm, 4°C

30. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times through 3 cc
syringe with 21 gauge needle

31. Determine cell concentration by transfering 100 ul to Coulter cup

32. Vortex tube, transfer 0.5 ml into dilusion tube X .5, vortex tube X.5, transfer 0.5 ml into dilution tube
X.4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and transfer 0.5 ml to tube X 2
and vortex. Keep tubes on ice. '

33. Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X 4 (in triplicate). Only X.2 should be
seeded for control T-tubes.

34. Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube

35. Incubate petridishes for 1 week

36. Count gamma tubes for radioactivity Date/Time : 7] 5/ 00 fo-00

37. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol. Stain/colonies
with 0.05% crystal violet

38. Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data point,

[7 X7VN
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TABLE-1 T 2> 1Lht5, = 114
Expt. # : 3 Date/Time : DK//I/DO ./ (~o00 /;,7,.
Tube #| Medium count for 10 ul Avg. cpm | dpm uCi/ml (Ay) | pCi/ml (A,)
(cpm) [cpm/0.7438]| on counting | on addition
€=0.506 [dpm/22200] | [A/e-]
y=1.47
1
2
’ 3508 | 474 | oxir | oup
4 71eq | 0% 0434 | 0437
‘ 3 4 149 5¢, 0°673 0679
6 /qgga 26086 Pl7 (1§
7 31488 | 43000 Iq J4s
8
9
10 3726 | Sooq | 0225 | 0227
i 7279 9785 04408 0445
I 811 i0q0¢ 04911 04962~
3 se4 2633 1118 1117
2730l 36704  |6S leg
® «u
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TABLE-2

S DacTime: 08(8/o0) b 00 %
Tube #| Radioactivity for 300 ul cell | Avg. cpm | dpm uCi/ml (Ay) | pCi/ml (A,)
Suspension [cpm/0.7438]| on counting | after 12 h
(cpm) o660 incubation
[A/e?]
1
2
3 X467 | 36327 |: 0055 | 0°0s8
4 54751 | 8033 | O0'20n | O4a
13 12373 | 124141 | 01864 | o-las4
6 i76700 | 237563 | 0'3567 | 0'3737
7 306774 412463 | 0°6193 | 06489
8
9
10 26808 3873} 0-058| 006!}
61821 B3is 04247 o3 07
U26- 122695  oig42 013
2549 284416 04270 04474
291321 591935 0°S8B4  pHlLS
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TABLE-3

Expt.#: 9, Date/Time : 08/14/00

Tube #| Coulter count for 100 ul cell Avg. count Cells/ml | pCifcell kBq/cluster

suspension [Avg. count [uCi/ml x10° | [pCi/cell x14¢
x 4000] Cells/ml]

1 $07, S19, S3i

2 532, 557, 525

3 536, S4r, SCL—- S4p 2A8ece; | O'ors | 3qn
4 569, S7¢, SB1— $75 236264¢, | 0-0548 | 8l

3 62, (07, 69 fl/c, 24 L4000 60743 il 74
¥ SSi, 5712, 56 el 2245333 | 01665 | 2464
7 581, S71, 59 58i 2325333 0279 44+ 30
8 571, 581,391

i S66, S19, 539

0 564, s32, s47 S41 247333 | ©Oo277 | 4]
i $%9, 55, S67 553 2214665 0059 8-73
9. 572, 519, S8l 584 2336000 0824 1223
13 su, Sl4, 49 S0S 2022¢6; 01221 22:73
4 54,  S31, S6f S44 2177333 0283 4(.9)
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TABLE-4

Expt # : Date :
Tube.dilution] Colony1 | Colony2 Colony3 | Avg Colony SF
iy 13) (] g | V12333
2 45 (29 (07 J
3 39 48 S8 463 | 03918
4 22 20 37 Wb | 02405
542 19 20 2% | 263 | 0p48
o3 | 47 | ss | 65 | 53| coss
7:4 q0 29 8o 0- 89 00073
81~ IS (49 (6| 11450
4.1 (43 (37 (29 %
0-2— 8 48 29 568 | 02643
-9 16 18 4 l6 61103
192: 3 és 72 80 78 40498
3k 24 30 57 030  6-0024
144 i / 6 G097  0-00ns
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V79 COLONY FORMING ASSAY

Experiment Name : 125TUdR cluster with lindane (50% label) Exp. #: 2;

Experiment performed by: A Bishayee Date: 07/20/00 -

L. Set the rocker-roller at 37°C incubator with 5% CO;, set the Coulter Counter, wash cells (from two 175
cm’ flask, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB, pool,
pass five times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul in
Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)

2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count: Z;D 3(;’_00 o cells/ml)

3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm)

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO, Date/Time: 07/24/00;

5. Prepare MEMB containing radioactivity in hood 3—00 pm

ul 125TUdR (prepared on 07/13/00 )+ .ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity according to

Table below. Date/Time: 07/ %/ 00},
Tube# | ™IUdR | Cellsin | MEMB | MEMB+ 100uM | MEMA Voo pPr
uCimi | MEMB |y | ospyge Hndape 1y (o
(ml) [16 | MEMA
uCi/ml] ()
()
1 0 1.0 1.0 0 0.4 0
2 0 1.0 1.0 0 0.4 0
3 0.1 L0 | 0987 | 0.013 0.4 0
4 0.2 1.0 | 0975 | 0.025 0.4 0
5 1 1.0 | 0875 | 0.125 04 0
6 2 1.0 0.75 0.25 04 0
7 4 1.0 0.5 0.5 0.4 0
8 0 L0 1.0 0 0 0.4
9 0 1.0 1.0 0 0 0.4
10 0.1 1.0 | 0987 [ 0.013 0 0.4
11 0.2 1.0 0.975 | 0.025 0 0.4 N
12 1 1.0 0.875 | 0.125 0 0.4
13 2 1.0 0.75 0.25 0 04
14 4 1.0 0.5 0.5 0 0.4
Tl =2 2w
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7. Return test tubes to roller for 12 h . Date/Time: 07/ %[00 y 730 P

8. Next day, while test tubes are in shaker label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test
tube)

9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled
centrifuge). Date/Time: 07/ 2 / 00, 9-3% a.m.

10. Remove buckets from centrifuge and carefully remove 100 pl of supernatant and place in prelabeled
gamma-tube.

11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17. Similarly wash the cells that were not labelled, pooled cells from two tubes, resuspend in 8 ml wash

18.Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene microcentrifuge
tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

18. Again add 200 ul ice cold MEMA with or without 100 uM lindane as per the table, resuspend and
transfer the cell suspensions in the same polypropylene microcentrifuge tubes (Total volume ~400 ul)

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C
20. Transfer tubes at 10°C for 72 h. Date/Time: 07/2 1,/ 20  |2-o0

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from 100 ul
supernatant removed earlier and count them for radioactivity
Date/Time: 07/2{/00-/ oo
22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash MEMA and
transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap
and wall) containing 10 m! wash MEMA by using pasteur pipet
Date/Time: 07/ .74/00) -0 pw
23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell suspensions in
12 ml tubes
24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3,14,1.5;2.2,23,24,25; X2,
X.3, X4, X5etc.

26. Decant supernatant, click tubes, vortex, resuspend in 10 m! wash MEMA
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27
28
29
30

31

32

33

34

35

36

37

38

. Centrifuge tubes for 10 min at 2000 rpm, 4°C

. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

. Centrifuge tubes for 10 min at 2000 rpm, 4°C

. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times through 3 cc
syringe with 21 gauge needle

. Determine cell concentration by transfering 100 pl to Coulter cup

. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into dilution tube

X 4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and transfer 0.5 ml to tube X.2

and vortex. Keep tubes on ice.

. Transfer 1 ml from dilution tubes into dishes labeled X.2, X 3, X 4 (in triplicate). Only X.2 should be
seeded for control T-tubes.

. Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube

. Incubate petridishes for 1 week

. Count gamma tubes for radioactivity

with 0.05% crystal violet
. Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data point.

Date/Time : 07/14 [ 60 y 4__,-0
. After 1.week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol. Stain colonies ) (ol
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TABLE-1
Expt.#: 2~ Date/Time: (7/2/[p0', /-o00ft—
Tube #| Medium count for 10ul | Avg. cpm | dpm uCi/ml (A) | nCi/ml (Ao)
(cpm) [cpm/0.7438)| on counting | on addition
e=0.506 [dpm/22200] | [A/e™]
y=1.47
1
2
3 S4 728 0033
4 1133 529 0068
5 ¢722- | 9037 0 407
6 i250q | 181c2-| 0818
! 2717¢ | 36540 | ['6%
8 ,
9
10 523 704 0032 _
i Hap 1544 0069
- 727( 94773 0 44
i 4774 (9843 0°3%f7
14 2577{ 644 1S &
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TABLE-2

Expt.#: 9 Date/Time : 07/ 24,/ 00; 400 pr
Tube #| Radioactivity for 300 ul cell | Avg. cpm | dpm puCi/mi (A | pCi/ml (A)

suspension

[cpm/0.7438]| on counting | after 12 h
(cpm) incubation
[dpm/666000
[A/e]
1
2
3 1257 | 15134 | 0021 | 0-0235
4 2R @2 2?59_7 0pp4y | 00460
5 66543 89463 01343 01395
6 is7304| 2N487 | 03175 | 03297
7 320247 | 430583 | O "6i6S 067 i4
8
9
10 0980 | 14762 | OD22( | 0'0230
(i 26137 5140 00527 0'05¢7
07/21 (00, T-30 a..
2 B846f 118932 0-T45 01854

3 175525 235765 0X4 03679
14 35 3395 475713 oTig 07414
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TABLE-3

Expt. #: 0~ Date/Time :  ©7(24{00

Tube #| Coulter count for 100 ulcell | Avg. count | Cells/ml pCilcell kBq/cluster
Suspension [Avg. count [uCi/ml x10° | {pCi/cell x148]

x 4000] Cells/ml]

1 407, 403, 4ol

2 420, 4o, 447

3 520, $35, 54( 53 228000 601 (‘634

4 Ssq/ 571/ S60 S 6S 22‘2656 C-02.0 3008

S Sil, 519, 53 S20 2081333 | 0067 | a.9:9

6 Ss1, Sel, 535 549 2(4¢ 000 0'iso] | 22-220

7 $21, $37, 518 525 2001333 | ©3(qs | 47-287

8 S32, SH, 553

? 481, 472, %ol

10 495, 4499, 519 S04 2017333 o olf (-667

f, Si2, S97, $32 S17 206‘8000 0-02¢ 3914

iz 4s5, 431, 429 44| (7cgq000 0" los 5. S5

13 595, 09, 559 597 2390664 01538 22 775

14 S7s, 358, So2- S72— 2290664 05238 4743

B001821



| TABLE-4

Expt#: ) Date: ©7( ¥/os

Tube.dilution| Colony1 | Colony 2 Colony3 | Av (;oio/ny SF
2 107 tiq 105 | o3+ 33
212 19 tol 59 )
3 73 66 6O 6633 0°¢419
4 — 4 49 59 466 0:430¢
51~ 2 25 20 20 | 097
-3 39 47 S8 8 0-04(4
T4 55 o4 73 064 0:0062 4
g 2 120 1y 110 | 10746
a.2 107 (0o 92| )
lo-b—| 54 63 73 6>33 | 058862~
-9 29 4 35 3533 0328/
2:3 24 9 14 I8ép 00173
134 75 4 é9 076 0007/
144 ) 7 + 005 0: 0005

Lo/ g —

“y% Guﬁding/

(cntise)
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V79 COLONY FORMING ASSAY

Experiment Name : 2°TudR cluster with lindane (50% label) Exp. #:1;
Experiment performed by: A. Bishayee Date: 07/13/00
1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from two
175 cm? flask, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB,
pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul in
Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)
2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : 2, 200, 00¢ cells/mi)
3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm)
4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2 Date/Time: 07/1%/00;
5. Prepare MEMB containing radioactivity in hood 4~00

84 ul 125TUdR (prepared on 718/ 00 )+ 2 ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity according to

Table below. Date/Time: 07/1;/00/'
Tube# | IUdR | Cellsin | MEMB | MEMB+ | 100uM | MEMA 7-00 a
uCimi | MEMB |y | g | Hindane |y
w B2 |
uCi/ml
(ml)] (D)

1 1.0 1.0 0 0.4 0
2 0 1.0 1.0 0 0.4 0
3 0.1 1.0 0.987 .| 0.013 0.4 0
4 02 1.0 0975 | 0.025 0.4 0
5 1 1.0 0875 | 0.125 0.4 0
6 2 1.0 0.75 0.25 0.4 0
7 4 1.0 0.5 0.5 0.4 0
8 0 1.0 1.0 0 0 0.4
9 0 1.0 1.0 0 0 0.4
10 0.1 1.0 0987 | 0.013 0 0.4
1 0.2 1.0 0975 | 0.025 0 0.4
12 1.0 0.875 | 0.125 0 0.4
13 1.0 0.75 0.25 0 0.4
14 4 1.0 0.5 0.5 0 0.4
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7. Retumn test tubes to roller for 12 h . Date/Time: 07/(3/0¢;, 7-30 pm

8. Next day, while test tubes are in shaker label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test
tube)

9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (p_rgclolill_
centrifuge). Date/Time: 07/!4‘/ 0o; 7-30 0.4

10. Remove buckets from centrifuge and carefully remove 100 pl of supernatant and place in prelabeled
gamma-tube.

11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17. Similarly wash the cells that were not labelled, pooled cells from two tubes, resuspend in 8 ml wash

MEMA A

18.Decant supernatant, click tubes, vortex, transfer the cell susﬁénsi%‘n in polypropylene microcentrifuge
tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

18. Again add 200 ul ice cold MEMA with or without 100 uM lindane as per the table, resuspend and
transfer the cell suspensions in the same polypropylene microcentrifuge tubes (Total volume ~400 ul)

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C
20. Transfer tubes at 10°C for 72 h. Date/Time: 07[(4/ve 5, - Sodb

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from 100 ul
supernatant removed earlier and count them for radioactivity
Date/Time: 07/1¢/60; 4-00pw

22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash MEMA and

transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap

and wall) containing 10 ml wash MEMA by using pasteur pipet .
Date/Time: 07/1)f0o0; (0-00 a.m
23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell suspensions in

12 ml tubes
24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4,1.5;22,23,24,25; X2,
X.3, X.4, X5 etc.

26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
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27. Centrifuge tubes for 10 min at 2000 rpm, 4°C
28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
29. Centrifuge tubes for 10 min at 2000 rpm, 4°C
30. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times through 3 cc
syringe with 21 gauge needle
31. Determine cell concentration by transfering 100 pl to Coulter cup
32. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into dilution tube
X.4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and transfer 0.5 ml to tube X.2
and vortex. Keep tubes on ice.
33. Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2 should be
seeded for control T-tubes.
34. Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube
35. Incubate petridishes for 1 week ' 2ee0
36. Count gamma tubes for radioactivity Date/Time : 07 { 17/ 00, )&’
37. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol. Stain colonies ¥
 with 0.05% crystal violet
38. Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data point.
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TABLE-1
Expt. #: | Date/Time : 07/,¢/oo-/ 4-00. pm,
Tube #{ Medium count for 10 ul Avg. cpm | dpm puCi/ml (Ay) | nCi/ml (A,)
(cpm) [cpm/0.7438]| on counting | on addition
¢=0.506 [dpm/22200] | [A/e™]
y=1.47
1
2
3 i4¢2- | 146p 0088 | o092 o-os/
4 2439 3979 0179 | 048e3—| 01774
5 14867 | 11987 09003 | -0:4495- | 0-811
6 %204 | 48700 | 2017 | 226 | 2:16
7 69033 | 12814 418 43 | 43
8
9
10 i454 | 140 0088 | 4-6415-| 0. 087
It o3l go7s 01835 ettoy 0184
{ . .
> ey 2M43 006 T 0-%5eq
S 35 479 200 2 2413
e r 7119 07//6/00/- 730 pm
g~ 0ePx B 7624
%o > Dhs+ BSh
= 20 $h
z o 990 3 Ase- 48
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TABLE-2
Expt. #: | Date/Time: O7/ /7/06 y 2.ep Pm.
Tube #| Radioactivity for 300 ul cell | Avg. cpm | dpm pCi/ml (A | pnCi/ml (A,)
suspension
[cpm/0.7438]| on counting | after 12 h
(cpm) incubation
[dpm/666000
[Ave™]
1
2
3 612, 63569~ (67 | 15726 | 0-0236 | 00244
4 24887 334ss | 00502 | 0052
5 05523 | 14187 023 0221p
6 237230 | 318944 | 0478 | 0'49¢48
7 398879 | S3¢272.| 0-80s2_| 0-8355¢4
0
A o
) f6092- UGS 0 032- | 00337
i 27125 J6s53s 00548 | 0-05¢q |
W 11Sol4 1S4 ¢30 0932 02408
R 207777 27934s Odiag 074351
4 406393 Sq.374 0620 08511
07/ I¢lo0 P30 QA m-
< ———
E= Rht 45k
~ 765
- ~ 0@ 765 -
Q p ~ Q w_j_}_t—-————“ - 0 . (‘ 633
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TABLE-3

Expt. #: | Date/Time : //7{00
Tube #| Coulter count for 100 ul cell Avg. count Cells/ml pCi/cell kBg/cluster
suspension
[Avg. count [uCi/mi x10° | [pCi/cell x14¢
x 4000] Cells/ml]
1 Cl2, 48 €3
2 652, 639, 627
3 v 6/2/ 633/ 64—? 63| 2525333 0-009 43
! 656, 677, (41 S8 263333 0019 2.43
> €07, 541, S8 593 2372000 0093 3-79
6 657/ 671, b6y e6% %533}3 0872 27:-71
7 641, (39, 6% 633 2534664 0:329 4678
8 S2%, 53, Sf |
’ £30, 659, L
0 599, 61, £40 619 2477333 0013 20
n 613, 637, ¢5( b33 2534664 0022 332
2- 673, L85 ik 674 2648044 00842 (3.2
13 58l, 574, 583 >7 2517333 0i87; 2778
14 674, &5‘7/ 6S i %) 2692000 0320  47:44
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TABLE-4

Expt#: | Date : 07/,14 50

Tube.dilution| Colony1 | Colony2 Colony3 | Avg Colony SF
I-Z 135 161 149 1,44_‘5
1 [22- 149 is; | J 0
31— 17 108 88 e | 06758 |- N
4.1~ &S 75 g7 750 | 0s2327 N
‘5';33_ gfso /‘? 1% /ﬁ:ig 0@-‘/’:/,?%;%
T4 Gl 73 &o 0:73 0 00%]
9 2 73 66 169 ’QS&S
g1~ (6] 149 fso y
11— 3 52— 71 T2 04542 q .
g o | o1 [ e T st Jowmd (57
8,42, i 8o 72— 8 0051/ \ (WM\\
93 1 124 98 H 0 00674 | /
4 4 91 14 2o O i4 00004 /

B001832
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V79 COLONY FORMING ASSAY

Experiment Name : 125TUdR toxicity (50% label) Exp. # : 3; Experiment
performed by: A. Bishayee Date: 06/22/00

1 Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from two 175
cm’ flask, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB,
pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul

in Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)

2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : g 240,000cells/ml)

3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm)

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2 Date/Time: 0 9/ 22/ ov
5. Prepare MEMB containing radioactivity in hood 4-v0 W"/

72 ul 1251UdR (prepared on 06/ fL / o0 )+ 2 _mlMEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity according to

Table below. Date/Time: 06 /2 g,/' 205 6=e0 P,_/

, Tube # | TUdR | Cellsin | MEMB | MEMB+
@ uCm | MEMB o)y | PTudr
(ml) [8.0
uCy/mi]
1 0 1.0 1.0 0
2 0 1.0 1.0 0
3 0.01 1.0 0997 | 0.003 \o‘J
4 0.05 10 | 0987 | 0013 »
5 0.1 1.0 0975 | 0.025
6 0.2 1.0 0950 | 0.05
7 0.5 1.0 0.875 | 0.125
8 1 1.0 0.75 0.25
9 2 10 0.5 0.5
10 4 1.0 0 1.0
7. Return test tubes to roller for 12 h. Date/Time: 06 / 9—7/f 00, 6-30 P

l" 8. Next day, while test tubes are in shaker label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test
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tube)
‘ 9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled

centrifuge). Date/Time: - (99, / 00, 4@ N

10. Remove buckets from centrifuge and carefully remove 100 ul of supernatant and place in prelabeled
gamma-tube.

11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17. Similarly wash the cells that were not labelled, pooled cells from two tubes, resuspend in 8 ml wash

MEMA

18 Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene microcentrifuge
tubes with attached caps (Helena Plastics, 400 ul) lj-"'singv 200 ul pipet tips

18. Again add 200 ul ice cold MEMA, resuspend and transfer the cell suspensions in the same polypropylene
microcentrifuge tubes (Total volume ~400 ul)

. 19. Centrifuge tubes for 5 min at 1000 rpm, 4°C

20. Transfer tubes at 10°C for 72 h. Date/Time: 06 / 93 / 80, (280

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from 100 ul
supernatant removed earlier (Step 12) and count them for radioactivity

Date/Time: 05/7;5/00 ., o? pr

22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash MEMA and
transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap
and wall) containing 10 ml wash MEMA by using pasteur pipet

Date/Time: 0@/%/0 0 y, o0 pPm. _

23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell suspensions in
12 ml tubes

24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5;2.2,23,24,25;X.2,
X3, X4, X.5 etc.

26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
27. Centrifuge tubes for 10 min at 2000 rpm, 4°C
. 28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
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29.
30.

31.
32.

33.

34,
35.
36.
37.

38.

Centrifuge tubes for 10 min at 2000 rpm, 4°C

Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times through 3 cc

syringe with 21 gauge needle
Determine cell concentration by transfering 100 pl to Coulter cup

Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into dilution tube
X 4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and transfer 0.5 mi to tube X.2

and vortex. Keep tubes on ice.

Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2 should be

seeded for control T-tubes.
Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube
Incubate petridishes for 1 week
Count gamma tubes for radioactivity Date/Time: (6/ / o0’ 5700 pm .

After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol. Stain colonies

with 0.05% crystal violet

Count colonies. There must be between 25 and 250 coloniés {br the flask to be a valid data point.

<
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TABLE-1
Expt. #: 9 Date/Time : oé@/ 09, oo pr
Tube #| Medium count for 10 ul Avg. cpm | dpm . puCi/ml (A)) | pCv/ml (Ay)
(cpm) [cpm/0.7438]} on counting | on addition
e=0.506 [dpm/22200] | [A/e™]
y=1.47
1
2
3 473 63 00028 | 00029
4 659 856 0-039 | 0040
5 (286 1722 0077 | 0°078
O:13p
6 2i44 2923 029 | 03T
7 6ol4 | 828s | 03642 03674
8 114 8s Ié114 0725 | 07323
9 2579¢ | 34453 i.s7 | 158
10 50397 6P 363 3'07 3.7/
95/29/00'/ 630 pv
~ D€
7
i 0-93x 165 E: nnt Sk
- )40 =~ 1Sk
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TABLE-2
Expt.#: 3 Date/Time : o@/%/go/ S - OOP"’
Tube # Radioac.tivity for 300 ul cell | Avg. cpm | dpm puCi/ml (Ay) | pCi/mi (Ao)
suspension
P [cpm/0.7438]| on counting | after 12 h
(cpm) incubation
[dpm/666000
[A/e-]
1
2
3 1780 | 2396 | 0:0035 |0:003]
4 5909 | 7945 | o-onq | orol24
5 11890 | 15985 | 0024 | 070249
6 20864 2809 | 0'042] | 0'043¢
7 52317 7033g | Olosg | 0+1097
8 [0 3559 139230| 02090 | 02172~
? (7¢437| 237210 | 0'35624 0°370]
10 393900 516133 017749 | 06053
e— rE 06/23/60 - 720 2«
,tga— a8 .
_p6ax B
23 144 0
&= 77 +§ h
> 09623 - golv
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TABLE-3
Expt. #: 3 Date/Time : 05/),5/04/ 400 P
Tube #]| Coulter count for 100 ulcell | Avg count | Cells/ml pCi/cell kBy/cluster

suspension [Avg. count [uCi/ml x10° | [pCi/cell x148]

x 4000] Cells/ml]

! 6ll, 629, 63} 624
2 590, 631, 619 et>
; S82, §71,585 579 1317333 | 000/ 0236
2 b6y, 671, 649 663 25y | 00046 | 0692
> S6z, 562, S92 S79 2314664 | 070107 159 |
6 é,}7/ ¢3 9, £ss 43 2574 665 0-oly 2:52 '
7 S 81, 01, 622 604 241600 0 0045 672 __ :
8 621, 639, ¢4 636 2545333 00883 12+ 63 :
? 673, 688, 72— 694 273753} 041352 | 2070/
10 761, 777, 747 762 305066¢ 02639 39- 07
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TABLE-4

Expt#: 3 Date : 07/05 /o0

Tube.dilution| Colony1 | Colony2 | Colony3 | AvgColony SF
- 138 147 29 z 124 83
2-1- 12 [ ng |
31 (07 14 124 is 09067
41 o 9 99 109.3 | 08620
S 2- 75 87 60 67’3 | 05309
6L 38 43 YA 46.% | 03653
72 32- 27 21 265 0-2102
83 83 10( 1y l0-®3 | 0-079i
74 80 i20 160 - | 97009
fo:¢ " 7 4 007 | 0000s
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V79 COLONY FORMING ASSAY

Experiment Name : 125]UdR toxicity (50% label)
Experiment performed by: A. Bishayee

Exp. #:2;
Date: 09/27/99

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 150 cm’ flusk, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend
in 9 ml MEMB, pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell
count by transfering 100 ul in Coulter cup containing 20 ml isotone (Coulter balanced
electrolyte solution) : |
2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : cells/ml)
3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm)
4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO, ‘ Datel/Time: 0219
5. Prepare MEMB containing radioactivity in hood Fo0 foo.
70 ul'BIUAR (prepared on  0ff 246/ 7 )+ LmtMEMB
6. After 3-4 h, remove test tubes from,shedér d add MEMB with or without radioactivity

aécording to Table below. Date/Time: 09q /;7[¢q 5 (o f .

Tube # | 'IUdR | Cellsin || MEMB | MEMB+
uCiimt | MEMB oy | >STodr
(ml) [8.0
: uCi/mi]
1 0 1.0 1.0 0 .
2 0 1.0 1.0 0
3 0.01 1.0 0.997 | 0.003
2 0.05 1.0 || 0987 | 0013 H
5 0.1 1.0 0975 [ 0.025 |
6 0.2 1.0 || 0950 | 005 f
7 0.5 1.0 0.875 | 0.125 |
8 1 1.0 0.75 0.25
9 2 1.0 1' 0.5 0.5
10 4 1.0 | o 1.0

7. Return test tubes to shaker for 12 h.

8. Next day, while test tubes are i

glass test tube)

Date/Time:  09/27/ 94,

n}hj‘zybd 40 (4x10) gamma-tubes (13 X 100 mm VWR

7(30 P,A»
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9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min

(precooled centrifuge) . DatelTime: 04[28(¢4; q-20 A%
10. Remove buckets from centrifuge and carefully remove 100 ul of supernatant and place in
prelabeled gamma-tube.

11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17. Similarly wash the cells that were not labelled, pooled cells from two fubes, resuspend in 8 ml

wash MEMA

18.Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene
microcentrifuge tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

18. Again add 200 ul ice cold MEMA, resuspend and transfer the cell suspensions in the same
polypropylene microcentrifuge tubes (Total volume ~400 ul)"‘

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C

20. Transfer tubes at 10°C for 72 h. . DatelTime: 09/267/ qa;, [/—00 aw,
21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from

100 ul supernatant removed earlier (Step 12) and count them for radioactivity
" DatelTime: 09/2%74a , (2—00

22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm,
labeled 1-10 both on cap and wall) containing 10 ml wash MEMA by using pasteur pipet

Date/Time: [0/0//0?‘/ [0-30 a.x,

23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in 12 ml tubes

24, Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5; 2.2, 2.3, 2.4,
2.5; X.2, X.3, X.4, X.5 etc.

26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

27. Centrifuge tubes for 10 min at 2000 rpm, 4°C

28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

29. Centrifuge tubes for 10 min at 2000 rpm, 4°C

30. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
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through 3 cc syringe with 21 gauge needle

31. Determine cell concentration by transfering 100 pl to Coulter cup

32. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into
dilution tube X.4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and
transfer 0.5 ml to tube X.2 and vortex. Keep tubes on ice.

33. Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2
should be seeded for control T-tubes.

34. Transfer 300 ul of cell suspension (in triplicate) to gamma tubes for each tube

35. Incubate petridishes for 1 week

36. Count gamma tubes for radioactivity Date/Time : (o( oi{§1:, 1260 heo”

37. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with 0.05% crystal violet

38. Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data
point.
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TABLE-1
Expt. #: (), DatelTime : 09(24(49, 11-00 1o
Tube #| Medium count for 10 ul Avg.cpm | dpm uCi/ml (A) | uCi/ml(A,)
(cpm) [cpm/0.7438]| on counting | on addition
e=0.506 {dpm/22200] | [A /e-]
y=1.47
1 2
2 ~1
3. ‘195 167 0:007% | 0:0075
4 s45 73 | 0033 | 6033
3 (013 (3¢1 0061 | 0061
6 1957 2651 0 i8S | 0-i194
7 5242|704 0:3204 | 03224
8 10925 | 14688 0-belf | 0 beort
9 99584 | 30370 30 13§
10 41935 | C4a4g 2:49 21424
Or( s 3 )-3o P~
o 7
£
- 0 6Pr B2 > DArSw
[&40 . IS s

oV'M%f
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TABLE-2
Expt. # : )~ Date/Time : ro/Dt/é‘q* ) hroo  neon
[ Tube #] Radioactivity for 300 ul cell | Avg.cpm | dpm uCi/ml (A) | uCifml (A,)
suspension [cpm/0.7438]| on counting | after 12 h
(cpm) incubation
[dpm/666000]
[AJe™]
1 -]
2 [2—
3 1686 2535 | 0-0038 | 0:0039
4 6799 | 414l 0-0137 | o0-o14
5 13226 17749 002 0027
6 24572 33036 | 01049 0051
7 44587 | 66667 | o0<iool | ©'i03F
7/
8 lobggg | 137033 | ©2059 | o024
- 185¢20 | 2495%| 03Ky | 0388
10 380974 | <2 49 07690 | ©7973
- 69%n 7 . ]
o LD oF/%7% ; oo an
. e
o 0°G645 20— S 7
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TABLE-3
Expt. #:9 - DatelTime :
ol “Tube #] Coulter count for 100 ul cell | Avg. count Cells/mi "pCilcell
‘chj ( Cb/w(”’f Hspension [Avg. count {uCi/ml x10°
% 0-0@ x 4000] Cells/mi]
1 750, 764, 74—
2 cas, ¢85, 71—
o117 | 70, 7%, T 7o | 292204, | 010003
0772 |4 675, 666,672 ¢7| 2684000 | O-00S
133 | 766, 742, 750—| 753 1013333 | 00089
.Zu:m, 6 @31, 652, ©47 644 2584000 00197
e 709, 7, 7S 7 245666 | 01035
o8l |3 741, 7%, 7H 730 2921333 | 0033
g |° 762, 777, 759 766 30cro00 | 01247
3999 10 756, 742,766 | 754 3OI66he | 0°264)

[ pecfest”
X

5+33
20+ 86
35 S‘f
7894
14383
29219
507-18
(055

B001852
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TABLE-4
Expt #: L~ Date: | 0/09’/6?7
Tube.dilution|| Colony1 | Colony2 | Colony3 | AvgColony L SF
(] {60 [ 4] [57 77 (5033
28 37 | 14 s | J
32 (31 138 126 3 66 IL 0-8758
42— 106 125 "5 1533 | 07672
S-2- & 45 102~ G533 || 0634
61 48 53 42 A106 | 0317
72—~ " 30 36 42~ 36 | 0-2%s
43 39 47 29 39 0025
T4 5] 56 g 0 | 00037
l0:g . 3 ¥ 003 0°00014

B001853



V79 COLONY FORMING ASSAY

Experiment Name : 125TUdR toxicity (50% label) Exp. #:1;
Experiment performed by: A. Bishayee Date: 09/23/99

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 150 cm? flusk, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend
in 9 ml MEMB, pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell
count by transfering 100 ul in Coulter cup containing 20 ml isotone (Coulter balanced

electrolyte solution)
2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : cells/ml)
3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm)
4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO3 Date/Time: oqr/’;;/qﬂ/
5. Prepare MEMB containing radioactivity in hood 4-po P,

@S ul125TUdR (prepared on 087 24/49 )+ 92.ml MEMB
6. After 3-4 h, remove test tubes from shaker and add MEMB with or without radioactivity

according to Table below. Daté/Time: 04/ w9 5 =15 Am.
Tube # | '*IUdR | Cellsin || MEMB | MEMB+ : |
uCifmt | MEMB 1 gy [ 1257uaR
(m [8.0
uCi/ml]
1 0 1.0 1.0 0
2 0 1.0 1.0 0
3 0.01 1.0 0.997 | 0.003
4 0.05 1.0 0.987 | 0.013 "
5 0.1 1.0 0975 | 0.025 |
6 0.2 1.0 0.950 { 0.05
7 0.5 1.0 0.875 | 0.125
8 1 1.0 0.75 0.25
9 2 1.0 I 05 0.5 "
10 4 1.0 | 0 1.0
7. Return test tubes to shaker for 12 h . Date/Time: (f}’ff/ 2Yq4, 7-3¢ Pm

8. Next day, while test tubes are in shaker label 40 (4x10) gamma-tubes (13 X 100 mm VWR
glass test tube)
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9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min

(precooled centrifuge) . DatelTime: g4 )4'[ 94y 9- ') a-m,
10. Remove buckets from centrifuge and carefully remove 100 pl of supérmnatant and place in
prelabeled gamma-tube.

11. Decant supematant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17. Similarly wash the cells that were not labelled, pooled cells from two tubes, resuspend in 8 ml

wash MEMA

18.Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene
microcentrifuge tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

18. Again add 200 ul ice cold MEMA, resuspend and transfer the cell suspensions in the same
polypropylene microcentrifuge tubes (Total volume ~400 ul)

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C

20. Transfer tubes at 10°C for 72 h. Datel/Time: OQ/ 24(99, il-%0 4a.m

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from
100 ul supernatant removed earlier (Step 12) and count them for radioactivity

Date/Time: (9 /}4{ g9, [2-09

22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm,
labeled 1-10 both on cap and wall) containing 10 ml wash MEMA by using pasteur pipet

Date/Time: 09 ( *7( 49 ;930 aa.

23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in 12 ml tubes

24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centri fuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5;2.2,2.3,24,
2.5; X.2, X.3, X4, X.5 efc.

26. Decant supematant, click tubes, vortex, resuspend in 10 ml wash MEMA

27. Centrifuge tubes for 10 min at 2000 rpm, 4°C

28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

29. Centrifuge tubes for 10 min at 2000 rpm, 4°C

30. Decant supernatant, click tubes, vortex, resuspend in 2 mi wash MEMA, pass five times

B001855



through 3 cc syringe with 21 gauge needle

31. Determine cell concentration by transfering 100 ul to Coulter cup

32. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 mlinto
dilution tube X.4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and
transfer 0.5 ml to tube X.2 and vortex. Keep tubes on ice.

33. Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2
should be seeded for control T-tubes.

34, Transfer 300 pi of cell suspension (in triplicate) to gamma tubes for each tube

35. Incubate petridishes for 1 week

36. Count gamma tubes for radioactivity DatelTime : 04(2) /q@ s, [2-60

37. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with 0.05% crystal violet :

38. Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data
point.
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TABLE-1

Expt. #: | DatefTime = 0q/s449: -9

"Tube #] Medium count for 10 ul Avg.cpm | dpm pCimli (A) | pCiiml(A,)
(cpm) [cpm/0.7056]| on counting | on addition

[dpm/22200] | [A/e]

1 7

2 I |

3 133 189 0 00§

4 544 18 004

s 1265 | (793 | offl

6 2184 | 3095 | ©4

7 5897 | 8357 038

8 1520 | t6327 014

9 25068 | 337y | "ot

10 3y | Se290| 2054
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TABLE-2

Expt. # : ! Date/Time : ©O9/27(%9 e (Lo
Tube # Radioactivity for 300 ul cell | Avg.cpm | dpm pCi/ml (A) | pCifml (A,)

suspension [cpm/0.7056]| on counting | after 12 h

(cpm) incubation

[dpm/666000]
[A/e]
1 15
2 (7
3 1396 (918 0° 003 0" 0031
4 SB83i ‘39_64 0 012 0 012~
5 11000 !\5;5541 0023 | 0°024
6 lbl47 | 22884 | 0034 0035
7 digea-| S8wa Ooss | O 09\
8 gooszt 3453 | O17( 077
9 1252¢4 | 177528 0266 | 921
10 7060 | o@r72a— 0363 | 0°37%
0% 24(17; 10D amr
. N
T ¥ T Y h
0-60yF 7
- o
~idao = 75
09 6. 45
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TABLE-3
CAATExpt. # 2 Date/Time : 09 /9,7/q7 L 0T
ndef ¢ X ['Tube 7] Coulier Gount Tor T00wlcell | AvE. count | Cellwmi SOl u’\“%
007 7) suspension [Ave. count [uCi/ml x10° g
x 4000] Cells/ml] E %
: 609, 595, 515
2 579, See, S7I
3\7714 3 613, (22, 635 623 2443333 | ¢ool- | 4§
0 o4 |* S75, 560, S82— | S | 228933% | o003 | 7147
704 |3 S35, Sia, S/1 524 208 Lece | ©°0iis | 460
2:33% |6 $6q, 355, S39 ss¢ | 2471323 | o-ois7 | 633
sof |’ 541, 594, b0 597 938333 | 0038 | 1523
ios |® CH, 435, ¢07 62 Ygamo | 0-07] |85
|8v57 9 S4s, SsI, 53_? $43 2180000 -1y, So4
9905 | SH, So3, 529 Si4 2057333 | oi§2 |73
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TABLE-4

Expt # : Date : (0/0¢/79

Tube.dilution | Colony 1 | Colony 2 Colony 3 | Avg Colony SF
- [6S 4] 153 1 149.
9.0 I' 135 s | 149 ) |
39 124 154 149 1343 0°4003
A ll l0q nq i2¢ g6 07954
so- | nos 47 87 /| 473 | o6sas
b2 “ 67 74 4 673 04514
70 20 30 4 J03 | 0203
43 %0 68 76 6 g 0-04 56
94 10 30 2 0:303 | 0-002
i04 " b 1 H B0 | 000058
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Experiment Name : 12’TUdR toxicity with 10% DMSO w/o lindane (10% label)
Experiment performed by: A. Bishayee

_ Dilute to ~400,000/0.5 mi and 3,600,000 cells/ml in MEMB [Actual count

V79 COLONY FORMING ASSAY

Exp. # "}/

Date: 10/30/00

Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from two 150
em? flask, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB,
pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul

in Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)
cells/ml)

Transfer 1 mi of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm) labeled 1-10 both

on cap and wall

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO3 Date/Time: 19/ 10 / 00°, 4.00 P "
Tube # | '“IUGR | Cellsin | MEMB | MEMB+ | 100uM 10%
uCi/ml M(‘:‘:I’;B @b | IR | ;‘(‘)“/‘,:‘I‘;;d ?1‘;230
(0 | SO | MEMA
uCi/ml] | MEMA (ml)
(ml)
1 0 0.5 0.5 0 04
2 0 0.5 0.5 0 04
3 02 0.5 0493 0.007 0.4
4 1 0.5 0.465 0.035 04
5 5 0.5 0.335 0.165 0.4
6 10 0.5 0.165 0.335 0.4
7 15 0.5 0.0 0.5 0.4
8 0 0.5 0.5 0 0.4
9 0.5 0.5 0 04
10 0.2 0.5 0.493 0.007 04
11 1 0.5 0.465 0.035 0.4
12 5 0.5 0.335 0.165 0.4
13 10 0.5 0.165 0.335 0.4
14 15 0.5 0.0 0.5 0.4 J
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5. Prepare MEMB containing radioactivity in hood
20} ul 125TUdR (prepared on to/ %) [o6  )+2-2ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity according to
Table below. Date/Time: |g / 30f00-, 7-1 S pw

7. Return test tubes to roller for 12h. Date/Time: { 0/}0/ 60", 7-3e v
8. Next day, while test tubes are in roller label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test tube)
9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled

centrifuge). Date/Time: (o/ 3[/0 0, 9-o004s
10. Remove buckets from centrifuge and carefully remove 100 u! of supernatant and place in prelabeled
gamma-tube.

11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend m 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C | |

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA with unlabeled cells

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17 Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene microcentrifuge
tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

18. Again add 200 ul ice cold MEMA with 10%DMSO with or without 100 uM lindane as per the table,
resuspend and transfer the cell suspensions in the same polypropylene microcentrifuge tubes (Total
volume ~400 ul)

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C

20. Transfer tubes at 10°C for 72 h. Date/Time:  jof3(/6 0, ilroo G.a

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from 100 ul
supernatant removed earlier (Step 12) and count them for radioactivity

Date/Time: o (3, f60 /2- 006 hoon”

22 After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash MEMA and
transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap
and wall) containing 10 m! wash MEMA by using pasteur pipet

Date/Time: '{7/0)/@0 J [o-60 Qm, *

23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell suspensions in
12 ml tubes

24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (preceoled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
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- load 40 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5, 2.2, 23,24,2.5,X12,
X3, X.4,X.5 etc.

26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

27. Centrifuge tubes for 10 min at 2000 rpm, 4°C

28. Decant supernatant, click tubes, vortex, resuspend in 10 m! wash MEMA

29. Centrifuge tubes for 10 min at 2000 rpm, 4°C

30. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times through 3 cc

. - Joad 66, 60 mm petri dishes with 4 ml MEMA

syringe with 21 gauge needle
. 31. Determine cell concentration by transfering 100 ul to Coulter cup
32. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into dilution tube
X 4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and transfer 0.5 ml to tube X2
and vortex. Keep tubes on ice.
33 Transfer 1 ml from dilution tubes into dishes labeled X.2, X3, X.4 (in triplicate). Only X 2 should be
seeded for control T-tubes.
34. Transfer 300 pl of cell suspension (in triplicate) to gamma"tﬁbes for each tube
35. Incubate petridishes for 1 week
36. Count gamma tubes for radioactivity Date/Time : (i (o‘; { o ¢ 40° P‘“/
. 37. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol. Stain colonies
with 0.05% crystal violet
38 Count colonies. There must be between 25 and 250 colonies for the flask tobe a valid data point.
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TABLE-1 f‘/ Sof66 ), 730
Expt.#:0" Date/Time :  i0f31/00 1260
Tube #] Medium count for 10ul | Avg. cpm | dpm 4 nCUml (A) | nCi/ml (A)
(cpm) [cpm/l—.%‘Q’,]@ on counting | on addition
e=0740+Sol, | [dpm/22200] | [A/e™]
y=1.47
1
2
3 154 | 2890 o130 0-13is
4 Higs | Isont 0:'Glp| 0 6BL
5 ss813| 7505 3:38 | 34l
6 122013 | lb4o4p| 736 | 744
7 i7qa14 | 24\ges| 10799 [0'9%
3
9
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TABLE-2
Expt. #: Date/Time :
Tube #| Radioactivity for 300 ul cell | Avg. cpm | dpm uCvml (A | pCi/mi (A,)
suspension
[cpm/1.09] | on counting | after 12 h
(cpm) incubation
[dpm/666000
[Ave™]

10
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TABLE-3
Expt. #: Date/Time :
Tube #| Coulter count for 100 ul cell Avg. count Cells/ml pCi/cell kBg/Cluster
suspension
[Avg. count [uCi/mi x10° | [pCi/cellx148
x 4000] | Cells/ml]

10
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TABLE-4
Expté#: ) __— Date : ”//0[,9»0
Tubedilution| Colony1 | Colony2 | Colony3 | Avg Colony SF
| e L B % el
27~ 165 172~ 149
3.2~ /37 127 itg (27:66| O 8iq2
41 78 g6 92— | 85¢6 | 0547 |
s o0 | 14 | s | i3se | oosr
63 55 Gt 42 Sy 0-0348
73 25 43 So 33 00252
81— 161 17i 162 —| | jaups
9.1~ 112 132 129
(00— 82— g7 72- &7 06020
flL— sz 60 46 5333 0390
L Y 3o 22— 2.8 00179
N
144 38 48 27 o4 0: 001,
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Experiment Name : !25TUdR toxicity with 10% DMSO w/o lindane (10% label)

V79 COLONY FORMING ASSAY

Experiment performed by: A Bishayee

1. Set the rocker-roller at 37°C incubator with 5% CO,,

cm® flask, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB,

pool, pass five times through 3 cc syringe

in Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)
2. Dilute to ~400,000/0.5 ml and 3,600,000 cells/ml in MEMB [Actual count :

Date: 09/21/00

set the Coulter Counter, wash cells (from two 150

with 21 gauge needle, perform cell count by transfering 100 ul

3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm) labeled 1-10 both

on cap and wall
4. Keep the tubes in the roller for 3-4 h at 37°C, 5% COy

Tube# JUdR | Cellsin | MEMB | MEMB+| 100uM | 10%
uCifmi | MEMB (i) 25154R | lindane- DMSO
(i) 10%DM | in
[30 SO | MEMA
uCi/ml] | MEMA (o)
(ml)
1 0.5 0.5 0 0.4
2 0 0.5 0.5 0 0.4
3 0.2 0.5 0.493 | 0.007 0.4
4 1 0.5 0465 | 0.035 0.4
5 5 0.5 0335 | 0.165 0.4
6 10 0.5 0.165 | 0335 0.4
7 15 0.5 0.0 0.5 04
8 0 0.5 0.5 0 0.4
9 0 0.5 0.5 0 0.4
10 0.2 0.5 0493 | 0.007 0.4
11 1 0.5 0.465 | 0.035 0.4
12 5 0.5 0335 | 0.165 0.4
13 10 0.5 0.165 | 0335 0.4
14 15 0.5 0.0 0.5 0.4

Date/Time: 0?/)4/00‘/ 4‘,,00 p~.
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5. Prepare MEMB containing radioactivity in hood
[é] pl 125TUdR (prepared on 07[03/00 )+ 29mHMEMB

6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity according to

Table below. Date/Time: g { 2% /00 y J-00 Pw

7. Return test tubes to roller for 12 h . Date/Time: 09 (3f/o0, 7~ 1S pw
8. Next day, while test tubes are in roller label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test tube)

9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled

centrifuge). Date/Time: 09[y2{p0, Fco0am

10. Remove buckets from centrifage and carefully remove 100 pl of supernatant and place in prelabeled
gamma-tube.

11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C '

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA with unlabeled cells

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C ,

17.Decant supematant, click tubes, vortex, transfer the cell suspension in polypropylene microcentrifuge
tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

18. Again add 200 ul ice cold MEMA with 10%DMSO with or without 100 uM lindane as per the table,
resuspend and transfer the cell suspensions in the same polypropylene microcentrifuge tubes (Total

volume ~400 ul)
19. Centrifuge tubes for 5 min at 1000 rpm, 4°C
20. Transfer tubes at 10°C for 72 h. Date/Time: ©9 /2«1// 6 -y a n
21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from 100 ul
supernatant removed earlier (Step 12) and count them for radioactivity

Date/Time: 09 [/ 5, - Y20 pa

22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash MEMA and

transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap

and wall) containing 10 ml wash MEMA by using pasteur pipet
Date/Time: 09 q/)-/ vo", (o-00 a,m

23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transter the cell suspensions in

12 ml tubes
24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)
25. Labeling and preparation of dilution tubes and colony dishes
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26

27.
28.
29.
30.

31.

32.

33

34.

35.

36.

37.

38.

- load 66, 60 mm petri dishes with 4 ml MEMA

- load 40 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5; 2.2,2.3,2.4,2.5; X2,

X3, X4, X.5 etc.
. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
Centrifuge tubes for 10 min at 2000 rpm, 4°C
Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
Centrifuge tubes for 10 min at 2000 rpm, 4°C

syringe with 21 gauge needle
Determine cell concentration by transfering 100 ul to Coulter cup

Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times through 3 cc

Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into dilution tube

X 4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and transfer 0.5 ml to tube X.2

and vortex. Keep tubes on ice.

seeded for control T-tubes. o
Transfer 300 pl of cell suspension (in triplicate) to gamma'tubess for each tube

with 0.05% crystal violet
Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data point.

Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X .4 (in triplicate). Only X.2 should be

Incubate petridishes for 1 week
Count gamma tubes for radioactivity Date/Time : D4 24’( o0 Y (6: 40 a.m.
After 1 week, wash colonies 3 times with normal (1X) saline, anfd 2 times with methanol. Stain colonies
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TABLE-1 = oam 4Fo 09 [24/50 -, -5
Expt.#: | %ate/’l‘ime: 07/01({60, 3 b~
Tube #| Medium count for 10ul | Avg. cpom | dpm uCi/mi (A) | uCifml (A,)
(cpm) [cpn£1;07g?g on counting | on addition
e=0-740. 54 | [dpm/22200] | [A/e™]
y=1.47
1
2
’ 1307 | 3102 | 07139 | 01403
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TABLE-2

Expt. #: Date/Time :

Tube #} Radioactivity for 300 ul cell | Avg. cpm | dpm uCi/ml (Ay) | pCi/ml (A,)
suspension
[cpm/1.09] | on counting | after 12 h
(cpm) incubation
[dpm/666000

[Ade™]

10
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TABLE-3
Expt. # : Date/Time :
Tube #| Coulter count for 100 ul cell Avg. count Cells/ml pCi/cell kBq/Cluster
suspension _ . )
[Avg. count [uCi/ml x10° | [pCi/cellx148
x 4000] Cells/mli]

10
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TABLE-4

Expt#: | Date : ,0/0 oo

Tube dilution| Colony1 | Colony2 Colony 3 | Avg Colony SF

R 137 141 57 1 1308 ]
9.1 i19 {09 [2/ J
3 s | & | &t o, e
40— 80 g0 72— @ogs | 0°6/6S
sl N 14 l6 i3¢s | o0(o#
¢ 54 40 47 + 0 0Bos21
79 3% 27 19 17 0 020§
sl BLY, I - 1] 1;4«3}
q-1 149 IS] 139
oo | 78 88 i 8635 | 0655
nhr— 55 62 70 6233 04622
>3 38 44 3 376 0 0279
v B 81 q0 72~ 0-37 0-006
14~ 4 29 34 40 034 6+ 0025
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V79 COLONY FORMING ASSAY

Experiment Name : 125TUdR toxicity w/o lindane (10% label)
Experiment performed by: A. Bishayee

Date: 08/07/00

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from two 150

cm® flask, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB,

pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul

in Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)
2. Dilute to ~400,000/0.5 mi and 3,600,000 cells/m! in MEMB [Actual count :

3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x1 00 mm) labeled 1-10 both

on cap and wall

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2

Tube# | "PIUdR | Cellsin | MEMB | MEMB+ | 100 uM | MEMA
uCi/ml MEMB (ral) 1257dR lindane in (ml)
(ml) 130 MEMAY
uCimip | @ |
B! 0.5 0.5 0 04
2 0.5 0.5 0 0.4
3 0.2 0.5 0493 | 0.007 0.4
4 1 05 0465 | 0035 0.4
5 5 0.5 0335 | 0.165 0.4
6 10 0.5 0.165 | 0335 0.4
7 15 0.5 0.0 0.5 0.4
8 0 0.5 0.5 0 0.4
9 0 0.5 0.5 0 0.4
10 02 0.5 0493 | 0.007 04
11 1 0.5 0465 | 0.035 0.4
12 5 0.5 0335 | 0.165 0.4
13 10 0.5 0165 | 0335 0.4
14 15 0.5 0.0 0.5 0.4

Date/Time: 08,/ 07‘/ 00, 3oopm

B001887



hd g

5. Prepare MEMB containing radioactivity in hood
16] ul 1251UdR (prepared on 724 { ot )+ 2:2ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity according to
Table below. Date/Time: 98/07 / 00, 7-1S PN

7. Return test tubes to roller for 12 h. Date/Time: ngo 7 / 20, }3— 30p
8. Next day, while test tubes are in roller label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test tube)
9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled
centrifuge). Date/Time: 08/06/00 . g-30a-a.
10. Remove buckets from centrifuge and carefully remove 100 ul of supernatant and place in prelabeled
gamma-tube.
11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA
12. Centrifuge tubes for 10 min at 2000 rpm, 4°C
13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA
14. Centrifuge tubes for 10 min at 2000 rpm, 4°C
15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA with unlabeled cells
16. Centrifuge tubes for 10 min at 2000 rpm, 4°C
17 Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene microcentrifuge
tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips
18. Again add 200 ul ice cold MEMA with or without 100 uM findane as per the table, resuspend and
transfer the cell suspensions in the same polypropylene microcentrifuge tubes (Total volume ~400 ul)
19. Centrifuge tubes for 5 min at 1000 rpm, 4°C
20. Transfer tubes at 10°C for 72 h. Date/Time: 08/03/00 y oo noorn-
21. Transfer 10 ul supernatant in three sets of tubes containing smail pieces of tissue paper from 100 ul
* supernatant removed earlier (Step 12) and count them for radioactivity
Date/Time: 0 3/05/0@} s~ 2-30 P”‘~
22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash MEMA and
transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap

and wall) containing 10 ml wash MEMA by using pasteur pipet
Date/Time: 06’//// 0, [~30 pum_
23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell suspensions in
12 ml tubes
24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4,15;2.2,23,24,2.5,X 2,
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26
27
28
29
30

31

32

33

34

35

36

37

38

X.3, X.4, X5 etc.

. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
. Centrifuge tubes for 10 min at 2000 rpm, 4°C

. Decant supemnatant, click tubes, vortex, resuspend in 10 ml wash MEMA
. Centrifuge tubes for 10 min at 2000 rpm, 4°C

. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times through 3 cc

syringe with 21 gauge needle
. Determine cell concentration by transfering 100 ul to Coulter cup

. Vortex tube, transfer 0.5 m! into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into dilution tube
X 4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and transfer 0.5 ml to tube X.2

and vortex. Keep tubes on ice.

_Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2 should be

seeded for control T-tubes.
. Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube
. Incubate petridishes for 1 week i
. Count gamma tubes for radioactivity Date/Time: 0 8//1/00 S 4oo pv

_ After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol. Stain colonies

with 0.05% crystal violet
" Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data point.
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TABLE-2
Expt.#: 1) _~ Date/Time : 084 (poy 4-00 P>
Tube #| Radioactivity for 300 ul cell | Avg. cpm | dpm puCi/ml (A) | pCiyml (A,)
suspension
[cpm/0.7438]| on counting | after 12 h
(cpm) incubation
[dpm/666000
[A/e]
1
2
3 8149 10955 | O°0lgq | 0-017]
4 7755 | 23870 | 00358 | 00372
> i79032- | 240699 | ©'36i4 | 013753
6 299273 402357| 0604 | 06274
7 32340p| 434503 | 06528 | 06781
8
9
10 (016s | 1360¢ ©-0205 | O-02(
i i6€t0 2s53Se 0-0%2f 0'0395s
12— 123432~ (5949 0:249 02387
i3 263768 354622~ ©-5324 05529
% 36585 42503 @ 0639 06637
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TABLE-3

Expt.#:) Date/Time :. 08/ /if 60

Tube #| Coulter count for 100 ul cell Avg. count Cells/ml pCi/cell kBq/Cluster
suspension [Avg. count [uCi/ml x10° | [pCi/cellx148

x 4000] Cells/ml]

1 $37, 555, Sei-

g St, 509, $31

3 $eq, 577, SS1- Sep 92 L4000 | O¢007S (elf

4 Stl, SLﬁi/ s37 525 \";9_102_'(,4,@ 0: 0174 20062

’ SE, $72,561 s71 | 22%6beg | Otieay | 2421

6 ¢ol, 592, 589 Sag4 2376o00 | 0-2040 | 39 08

7 $32, 549, 561 547 L9066y | 03095 | 45 61

8 532, 547, S

? 517, so1, S28

10 581, S99, 571 S84 2336000 | 0:0089 133

¥ 549, 567, $50 $s5 2221333 0077 2:63

- 4%% 499 513 So0 2001333 0°129 (413

1 533, Sk, 54] 547 2 §000 02524 37.39

P 561, S$74, 531 Ss8 2232000 02973 44+ 0

B001895



TABLE-4
Expt#: 9 Date : S’/ 16/00
Tube. dilution | Colony 1 Colony 2 Colony 3 Avg Colony SF
e s | tss | 47 A lwan |
21 139 149 141 f
31 lis ros T7 losigg | 07075
41 - 54 75 | B#es | 0'séeq
S 9 (1] 13 Is :@% 0- 0870
63 43 52 34 43 0 02879
73 13 30 2] 2 0-014]
g1 123 137 411 e
g1 i [t9 126
62 71 82 74 8266 | 06552
pr— __ 83 73 62-  TH46 05759
P — 69 76 82— 7S 0- 0STE
24 — 76 63 >7 063 00049
ltg - 24 30 9 024 0-06(9 *
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V79 COLONY FORMING ASSAY

Experiment Name : 125TUdR toxicity w/o lindane (10% label)
Experiment performed by: A. Bishayee

Date: 08/03/00

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from two 150

cm’ flask, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB,

pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul

in Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)
2. Dilute to ~400,000/0.5 ml and 3,600,000 cells/m! in MEMB [Actual count :

o 3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm) labeled 1-10 both

on cap and wall

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO,

Tube# | PIUdR | Cellsin | MEMB | MEMB+ | 100uM | MEMA
| wCi/ml MEMB (mi) 25[UdR lindane in (tol)
(i) so | A
uCimpy | @D
. 1 0 0.5 0.5 0 0.4
2 0 0.5 0.5 0 0.4
3 0.2 0.5 0.493 | 0.007 0.4
4 1 0.5 0.465 | 0035 0.4
5 5 0.5 0335 | 0.165 0.4
6 10 0.5 0.165 | 0335 0.4
7 15 0.5 0.@/ 0.5 0.4
8 0 0.5 0-5(@\/ 0 0.4
9 0 0.5 0.5 0 0.4
10 0.2 0.5 0.493 | 0.007 0.4
11 1 0.5 0.465 | 0.035 0.4
12 5 0.5 0335 | 0.165 0.4
13 10 0.5 0.165 | 0335 0.4
14 15 0.5 08 0.5 0.4

Date/Time: O%’O}/DG) Yoo i
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5. Prepare MEMB containing radioactivity in hood

j§1 1 125TUdR (prepared on 7 %9\ &0 )+ 2:2ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity according to
Table below. Date/Time: o§/05/ 00, T-Bo P
7. Return test tubes to roller for 12 h . Date/Time: og[og(oc; J-i0 4=

8. Next day, while test tubes are in roller label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test tube)

9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled
centrifuge). Date/Time: 08{of{o0, F-}0 0.1

10. Remove buckets from centrifuge and carefully remove 100 pl of supernatant and place in prelabeled
gamma-tube.

11. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C (R

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA with unlabeled cells

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17 Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene microcentrifuge
tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

18. Again add 200 ul ice cold MEMA with or without 100 uM lindane as per the table, resuspend and
transfer the cell suspensions in the same polypropylene microcentrifuge tubes (Total volume ~400 ul)

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C

20. Transfer tubes at 10°C for 72h, Date/Time: ¢ $fo4(o 8, [l-00 roaw

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from 100 ul

supernatant removed earlier (Step 12) and count them for radioactivity
Date/Time:  08[24[p07, il-oo hoon~
22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash MEMA and
transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap
and wall) containing 10 ml wash MEMA by using pasteur pipet
Date/Time: 05’/ 07/ 60 ; [0- Yo @G.m_
23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell suspensions in
12 ml tubes
24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 T-tubes with 4.5 ml MEMA and label them 1.2,13,1.4,15;22,23,24,25;X2,
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X.3,X.4,X.5 etc.

26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

27. Centrifuge tubes for 10 min at 2000 rpm, 4°C

28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

29. Centrifuge tubes for 10 min at 2000 rpm, 4°C

30. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times through 3 ¢c
syringe with 21 gauge needle

31. Determine cell concentration by transfering 100 pl to Coulter cup

32. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X5, transfer 0.5 ml into dilution tube
X 4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and transfer 0.5 mi to tube X.2
and vortex. Keep tubes on ice.

33. Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2 should be
seeded for control T-tubes.

34. Transfer 300 pt of cell suspension (in triplicate) to gamma tubes for each tube

35. Incubate petridishes for 1 week

36. Count gamma tubes for radioactivity Date/Time : 03/07/00 o0 pm.
37. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 tlmes with methanol. Stain colonies
with 0.05% crystal violet

38. Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data point.
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y=1.47
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TABLE-2
Expt.#: o Date/Time : 04(07(00 3
Tube #| Radioactivity for 300 ul cell | Avg. cpm dpm pCi/ml (Ay) | uCi/ml (Ao)
suspension [cpm/0.7438]| on counting | after 12 h
(cpm) incubation
[dpm/666000
[A/e]
1
2
3 12974 18794 | 00282 0-0293
4 n8922- | 36885 00584 | 006l
> 121554 | 103409 | 02453 | 02547
6 26977g| 362702 | 0:S44s5| 0'S653
7 44|23 | S93067 | 0 8104 | 09243
81 7
o 17752 | 23867 | 00358 | 0°P37I
1 24933| g4p0ay_ | 0'0GO( | 00624
L4 }o;arsé; 0 4SH  0471%
VA 436697 SE7IL 08815 oSO
A

S"tiof»n
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o

\'. TABLE-3
Expt. #: § Date/Time : 0 8/07/0 0
Tube #| Coulter count for 100 ul cell Avg. count Cells/ml pCi/cell kBq/Cluster
suspension
[Avg. count [uCi/ml x10° | [pCi/cellx148
x 4000] Cells/mi]
1 659 672, 68
2 613, 35 612
3 679, €61, L4 676 2705333 0 Olo& I (2»01
4 ¢Sy, 031, 61 634 2537333 0024 3:56
5 32 : .
® G171, €32, o4~ G30 2524333 e | 4 1S
¢ €77, 679, 70 677 27 Loo O 0:208! Jorgo
7 Goa, ¢3i, p2) Gro 2481333 037 % Ss-i3
; 649, 666, GJL
i 033 64, (S5
10 661, 649, 657 655 262266( O oi4 20097
I 67i) ©89, pug 675 2701333 0-023 3¢ 42
" €31, 95? b42— c46 25866pe 071026 (s 19
\3 C?-L/ (’;M/ 6ol Gl4 245 o0 0'{98 26 ' H
14 G338, é"]i/ 59 ¢719— 2690 G0 & 03400 So' 3
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TABLE-4

Expt #: ‘l/ Date:  O8(i4{o0
Tubedilution| Colony1 | Colony2 | Colony3 | AvgColony SF
Ly 138 Isg, 121 | g
2L i29 iq [ 09
32 oS 9s 87 9564 | 07435
41~ 70 gi 6% 73 05674
S L (9 20 22~ | 203 015 8l
63 78 68 ‘T‘j 8¢ | 00634
74 iss its 43 156 0-0i2]
-1 ISy 49 i38 1'35’9‘;
4.1 (17 i29 137
0:2—~ £3 90 76 763 0°S 24
i3 S8 6o 71 > 04443
1% s 107 87 1L 0 0710
(3 (7 26 5 26 0-0(9g
4 ¢ 438 ¢ o 0> 00039
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_. V79 COLONY FORMING ASSAY
Experiment Name : 125TUdR toxicity (10% label) Exp. #:2;
Experiment performed by: A. Bishayee Date: 06/19/00

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from two 150
cm? flask, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend in 9 ml MEMB,
pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul
in Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)

2. Dilute to ~400,000/0.5 ml and 3,600,000 cells/ml in MEMB [Actual count : cells/ml)

3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm) labeled 1-10 both

on cap and wall
4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2 Date/Time: '96/ 14{ 00, 400
p

5. Prepare MEMB containing radioactivity in hood
26| wl125IUdR (prepared on o6(i3foo )+ {5l MEMB
6. After 3-4 h, remove test tubes from shaker and add MEMB with or without radioactivity according to

Table below. Date/Time: oélm /oo/' 7~ 10 Pﬂv

o Tube # | IUdR | Celisin | MEMB | MEMB+
WCvmt | MEMB by | TUdR
(ml) [40
uCi/ml]
(ml)
1 0 0.5 0.5 0
2 0.5 05 0
3 0.1 05 | 0497 | 0.003
4 0.5 05 | 0488 | 0012
5 1 05 | 0475 | 0.025
6 2 05 0.45 0.05
7 5 05 | 0375 | 0125
8 10 05 0.25 0.25
9 15 05 | 0125 | 0375
10 20 05 0 05
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/ 7. Return test tubes to erfor12h. Date/Time: 06“7 Ly 7-30 pmn-
. 8. Next day, while test tubes are in shaker label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test
tube)

9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled
centrifuge). Date/Time: 06 (20(00 Y Too dum.

10. Remove buckets from centrifuge and carefully remove 100 pl of supernatant and place in prelabeled
gamma-tube.

11. Decant supematant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 m! wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA with unlabeled cells

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17 Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene microcentrifuge
tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

18. Again add 200 ul ice cold MEMA, resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes (Total volume ~400 ul)
‘ 19. Centrifuge tubes for 5 min at 1000 rpm, 4°C

20. Transfer tubes at 10°C for 72 h. Date/Time: 0@( 20/ 0o, -0 am

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from 100 ul
supernatant removed earlier (Step 12) and count them for radioactivity

Date/Time: 86 /20/ o0 |

22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash MEMA and
transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap
and wall) containing 10 m! wash MEMA by using pasteur pipet

Date/Time: 06(23(80, [-00 p~

23. Again add 200 ul wash ME in microcentrifuge tubes, resuspend and transfer the cell suspensions in
12 ml tubes

24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 T-tubes with 4.5 m! MEMA and label them 1.2, 1.3,14,1.5;22,2.3,24,2.5,X.2,
X3, X4, X5 etc.

- 26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
27. Centrifuge tubes for 10 min at 2000 rpm, 4°C
. 28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
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29. Centrifuge tubes for 10 min at 2000 rpm, 4°C

30. Decant supernatant, click tubes, vortex, resuspend in 2 m! wash MEMA, pass five times through 3 cc
syringe with 21 gauge needle

31. Determine cell concentration by transfering 100 ul to Coulter cup

32. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 m! into dilution tube
X.4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and transfer 0.5 ml to tube X.2
and vortex. Keep tubes on ice.

33. Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X4 (in triplicate). Only X 2 should be
seeded for control T-tubes.

34. Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube

35. Incubate petridishes for 1 week

36. Count gamma tubes for radioactivity Date/Time: 00 2y/00 ; }?O I"“/
37. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol. Stain colonies
with 0.05% crystal violet

38. Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data point.
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TABLE-2

Expt.#: 2 Date/Time : 04/13/00', 3-30 p
Tube #{ Radioactivity for 300 ul cell | Avg. cpm | dpm uCi/ml (A;) | pCi/ml (A,)
suspension
P [cpm/0.7438]| on counting | after 12 h
(cpm) incubation
[dpm/666000
[Ave™]
1
2
3 4172 | s¢09, | 00084 | 00087
4 714l 460 0044 | 00141
5 | %951 | 25379 | 0-0382_| 00397
6 1Stol. | I4F2| 0051 L | 0'0S3b
7 42733 | S7452 | 00%61 | 0°084S
8 lbo4s7| 215726 | O 33 0’336
9 215449 299¢s50] ©' 4347 | 045 L
10 197880397040 | 0°5F1(4 | 06035
(%/20/90; #o0 dm
~pE
£ G=n+ 6 Sh
A A — 9ps i
- %40

f—
-

0° 16
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Table—3

Bypet L —

Tube #{ Coulter count for 100 ul cell Avg. count Cells/ml pCi/cell kBq/Cluster
suspension [Avg. count [uCi/mi x10° | [pCi/cellx148

x 4000] Cells/ml]

! S¢8, S88, S7|

2 579 S93, S67

. 592, S7s, Skl S7p 2306000 | 00037 | 0'559

4 s31, S, S20 520 2092666 | 00071 (06

3 $7¢, 556, S87 $7% 2292,000| 00173 | 256

6 566, 581, S72- 575 2%026¢¢ | 0°0232—| 345

7 coq, 631, 620 | 60 | 24s2c6p| 0036 | 5033

8 S4s, 511, Sz 542 206 9000 | 0549 | 22 %

? 575, 554, S6l S6S 99200000 | 01998 29-57

10 6ls, 581, 601 60— | 2408000 | 025086 57 09
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TABLE-4
Expt#.: 9. Date: (¢ / 30 / 00
Tube.dilution| Colony1 | Colony2 | Colony3 | Avg Colony SF
I2 (1o 109 17 | Lws
21 17 s [2] 5
31 l1o loo qo [60 0-8968
4.2 82. ¥4 7% 82+3 0-7 354
5 59 77 6¥ 34 76098
61 67 sg 49 sg | os20
72 41 so 33 H-2 0-3707
85 67 7% 54 663 | 005
a3 20 29 39 29 | oo
lo-5 17 26 - B4 0-0/¢4
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V79 COLONY FORMING ASSAY

Experiment Name : 125TUdR toxicity (10% label) Exp. #:1;
Experiment performed by: A. Bishayee Date: 10/§]/99

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 150 cm® flusk, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend
in 9 ml MEMB, pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell
count by transfering 100 ul in Coulter cup containing 20 ml isotone (Coulter balanced
electrolyte solution)

2. Dilute to ~400,000/0.5 ml and 3,600,000 cells/ml in MEMB [Actual count :

cells/ml)
3. Transfer 1 ml of cell suspension into 14 ml tubes (Falcon plastic test tube, 17x100 mm) labeled

1-10 both on cap and wall

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2 DatelTime: j0/)if4¢ ;

5. Prepare MEMB containing radioactivity in hood :
(5¢ pl 125TUGR {prepared on 0?/)4 /4 ) + 1+ ml MEMB

6. -After 3-4 h, remove test tubes from w add MEMB with or without radioactivity

according to Table below. Date/Time: 10/ e, 7-oo pom,

Tube # | 'ZIUdR | Cellsin || MEMB | MEMB+
uCmi | MEMB oy | [udr
(mi) [20
uCi/ml}
(mi)
1 0 05 | Kos| 0
2 0 0.5 1e0s] o
3 0.05 0.5 0.497 | 0.003
4 0.1 0.5 0.495 | 0.005 |
5 0.5 0.5 0475 | 0.025 |
6 0.5 0.45 0.05
7 2 0.5 0.4 0.1 {
8 5 0.5 0.25 0.25
9 7.5 0.5 0.125 | 0.375
10 10 0.5 0 0.5

4-00 pP-
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7. Return test tubes to shakef for 12 h. Date/Time: (0[ /// 1 1-20 ﬂ”.
8. Next day, while test tubes are in shaker label 40 (4x10) gamma-tubes (13 X 100 mm VWR

glass test tube)
9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min

(precooled centrifuge) . Date/Time: ( 0/ 12{49 ) 400 4.7 -
10. Remove buckets from centrifuge and carefully remove 100 pul of supernatant and place in
prelabeled gamma-tube.

11. Decant supematant, click tubes, vortex, resuspend in 8 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 8 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supematant, click tubes, vortex, resuspend in 8 ml wash MEMA with unlabeled cells

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17.Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylcne
microcentrifuge tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

18. Again add 200 ul ice cold MEMA, resuspend and transfer the cell suspensions in the same
polypropylene microcentrifuge tubes (Total volume ~400 ul)

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C

20. Transfer tubes at 10°C for 72 h. Date/Time: ,'o/ 1299, 11-30 d.m.

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from
100 ul supernatant removed earlier (Step 12) and count them for radioactivity

| DatelTime: joj2f 99, [2-o0 B

22. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm,
labeled 1-10 both on cap and wall) containing 10 ml wash MEMA by using pasteur pipet

Date/Time: | 0/ 15(44 ; 93e A m,

23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in 12 ml tubes

24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5;2.2,23, 2.4,

2.5; X.2, X.3, X4, X.5 ex.
26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
27. Centrifuge tubes for 10 min at 2000 rpm, 4°C
28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
29. Centrifuge tubes for 10 min at 2000 rpm, 4°C
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30. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
through 3 cc syringe with 21 gauge needle

31. Determine cell concentration by transfering 100 pl to Coulter cup

32. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into
dilution tube X.4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and
transfer 0.5 ml to tube X.2 and vortex. Keep tubes on ice.

33. Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2
should be seeded for control T-tubes.

34. Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube

35. Incubate petridishes for 1 week

36. Count gamma tubes for radioactivity Datel/Time : IDI B/ 7 i 1270 hew—

37. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with 0.05% crystal violet

38. Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data
point. £
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TABLE-1
Expt. #: | DatelTime :  (pf12/42; Poo o™
"Tube #] Medium count for 10 ul Avg.cpm | dpm puCi/ml (A) | nCi/ml(A,)
(cpm) [cpm/0.7438]{ on counting | on addition
e=0.506 [dpm/22200] | [A /e
y=1.47
1 75
2 -24
3 810 1169 0:052- | 0053
4 2033 2733 ori2z3l | 0124
5 635 | 8487 | 0382 038s
6 (3531 [ 819 0-81a4 | 0824
! 24377 | 3445 | 17y | 179
450 453
° % §4903
9 (2529 | icea3s | 758 | 7«4
10 i79033 | 240700 | lo8 | 1091
8200°0 8L .
of [ _ 9-2 ¥0S0°0 LI.
fol /9 7 GEEL0 91|
~ _ 1980¢£°0 SL
£ f IZh+ 4-7 36550 i
-0gay le - 198080 ST
S996°0 T
= 0ML l o
2000 6
66000 g
$680°0 L
2002°0 G
20050 T
2£09°0 Y. .
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TABLE-2
Expt. #: | Date/Time :  {0f ISMﬁ 7 fo-60.
Tube #] Radioactivity for 300 ul cell | Avg. cpm | dpm uCi/ml (A) [uCiml(A,)

suspension
[cpm/0.7438]( on counting | after 12 h
(cpm) incubation
[dpm/666000]
[A/e™]
1 73
2 20
3 2960—| 3982 0:0059 | 0 0064
4 Y910 hyi Y 0:0078 | 0:0084
5 5944 '-740;;, 0012 0-612%
6 o022+ fgp2 | 0'0242 | 00259
7 1880f | 25293 00379 0°0407
8 35639 | 45293 | 0068 | 00729
9 75156 | iolo43 | 015i7 | Ole2g
10 1270911 170868 | 01565 | 02753
i?f &/44', 0-fo a.n
~ D
¢ . t CrvGh -+ 3
_ QeEa-
> @0 TR . B
=2 O"ﬂi?
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TABLE-3
Expt. #: Date/Time : {ol/5/ 99", /00
"Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCilcell h& / clib
suspension .
[Avg. count [uCi/mi x10° [ Pa{(w{
x 4000] Cells/ml}
%ot}
! 517, 509, Si—
2 S4s, 562, 57
3 SSl, 363 549 554 22473%% | 00028 | P
4 440, 483, 4111 482 | 1429333 | 00043 | /74
> 67, 579, S8 576 2304000 | G-00555| 22.2-
6 574, sel, Sss 65 29 ¢o000 | Odiiag | 458
’ Cli, S91, s89| 59 9389333 | 0017 | ¢8i
i 542, S62,559 | 554 2247333 | 60325 | 1315
9 4‘14, 3, §38 Sig . 20 7464 00744 |38
10 §72, ssa,563| Se4 225066 | otug | 4675
[[’?\Ck/czéualbtyo 0- ézi]
0427
0 644
0822
) éq6
252
4.8¢5
1613
ig03/
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TABLE-4

~3

Expt # : | Date:  (0f w/49
Tube.dilution|| Colony1 | Colony2 | Colony3 | Ave ColonyJ SF
-2 137 123 45 |1 (30 31
22 19 129 131 |)
3.2 132- 126 (21 126-33 | 0°7693
42 106 1S 124 " 0°8823
$2 9 107 i1a l07-3 0-82.35
- | a 1s too | 153 ‘ 07314
7.2 72 65 59 653 | o-sor2.
s | 3 | 44 60 4 | eseo
4y | 24 30 | 243 | 0w
(0-3 1 9 84 q-13 “ 00708
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