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REMOTE PMSNVSTOO

V79 COLONY FORMING ASSAY

Experiment Name 125IUdR cluster with 10% DMSO w/olOO uM lindane50% label

Experiment performed by Bishayee

Exp

Date 09/18/00

Set the rockcr-rollcr at 37C incubator with 5% C02 sct the Coultcr Counter wash cclls from two 175 cm2 flask

subcultured 12 24h before with PBS trypsinize cells each resuspend in ml MEMB pool pass five times

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

ml isotone Coulter balanced electrolyte solution

Dilute to -.-2000000 cells/mi in MEMB count cells/mi

Transfer ml of ceLl suspension into 14 ml tubes Falcon plastic test tube 17x100 mm

Keep the tubes in the roller for 3-4 at 37C 5% C02 Date/Time oo 4.-oo

Prepare MEMB containing radioactivity in hood

.ti
25IUdR prepared on ml MEMB

After 3-4 remove test tubes from roller and add MEMB with or without radioactivity according to Table below

_______ _______ _______ _______
Date/Time Q9 oo

Tube IUdR Cells in MEMB MEMB 100 uM 10%DMSO

MEMB Lindane- in MEMA
uCiJml ml 25EUdR

10%DMSO
ml ml

in MEMA

ml ml

1.0 1.0 0.4

1.0 1.0 0.4

0.25 1.0 0.915 0.085 0.4

0.5 1.0 0.835 0.165 0.4

1.0 0.665 0.335 0.4

1.0 0.335 0.665 0.4

1.0 0.4

1.0 1.Q 0.4

1.0 1.0 0.4

10 0.25 1.0 0.915 0.085 0.4

11 0.5 1.0 0.835 0.165 0.4

12 1.0 0.665 0.335 0.4

13 1.0 0.335 0.665 0.4

14 1.0 0.4

op
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Return test tubes to roller for 12 Date/Time iofoo -3o j2A-

Next day while test tubes are in shaker label 40 4x10 gamma-tubes 13 100 mmvwk glass
test

tube

After -12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm pecoo1ed

centrifuie Date/Time tqoo 9-OO
10 Remove buckets from centrifuge and carefully remove 100 of supematant and place in prelabeled

gamma-tube

II Decant supernatant click tubes vortex resuspend in ml wash MIEMA

12 Centrifuge tubes for 10 miii at 2000 rpm 4C

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

15 Decant supernatant click tubes vortex resuspend in ml wash MEMA

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

MEMA with 10% DMSO w/o 100 uM lindane

8.Decant supernatant click tubes vortex transfer the cell suspension in polypropylene microcentriflige

tubes with attached caps Helena Plastics 400 ul using 200 ul pipet rips

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 4O0 ul

19 Centrifuge tubes for miii at 1000 rpm 4C

20 Transfer tubes at 10C for 72 Date/Time OJ ic c/2-ôo

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

supernatant
removed earlier and count them for radioactivity

Date/Time c/q /jj 4_
22 After 72 carefully remove the supennatant from the top resuspend pellet in 200 ul wish MEMA and

transfer the content to ten 12 ml tubes Falcon plastic test tube 17x 100 mm labeled 1-10 both on cap

and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time Oqfoo
23 Again add 200 ul wash MEMA in microcentrifuige tubes resuspend and transfer the cell suspensions in

12 nil tubes

24 Centrifuge the tubes for 10 miii at 2000 rpm 4C pcoaed ceniIi

25 Labeling and preparation of dilution tubes and colony dishes

load 60 mmpetri dishes with ml MEMA
load test 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
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27 Centrifuge tubes for 10 nun at 2000 rpm 4C

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

29 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

syringe with 21 gauge needle

31 Determine cell concentration by transfering 100 jil 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 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 of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity
Date/Time oq/..2..oo 460fr

37 After week wash colonies times with normal 1X saline and times with methanol tain colonies

with 0.05% crystal violet

38 Count colonies There must be between 25 and 250 colonies for the flask to be valid data point
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92

93
94

95

96

97
98

99

100

101

102

103
1.4

109
10
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J_ J_ _i

116
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121
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1b

_J i2
125
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127

128

129

130

131

132

133
134

135
136

61796
61927
61 901

62050
61644
62042

1.00

1.00

00
1.00

00
1.00

00
00
00

1.00 p25591
00 tu p6499

1.00 26223
00 50954

1.00 I-53177
1.00 131971

1.00 96081
00

1.00 Lo42is
1.00 447362
1.00 i4f415i958

00 555OÆ

25
23

16

127029

13044

13355

25081

27776
27i86
4943
52101

147418
150907
149236

157

167

157
142

145
164

12658
13454
13606

277O
26661
26360
51132
53356
52148
96309

100975
106437
147708
152323
155071

164

100

156

127899

.t

127
128

129

130
131

133
134

135

136

137
139

140

141

142

144

145
146

147

148
149

151
152

153

154

156
157

158

00 32
1.00
1.00

00 25

152

124

182

142

160

174

ç12866
13198
tL2529

25758
27629
17O51

00
1.00

1.00
00
00

00

100

rhs
1M6

t07

111

112

113

114
116

117

118

119

FLAGS 111N
120

123
124

oI

Fi

105
106

107
100

TINE
00

L00 97525
1.00 _C3534

Of O2O89

CFMB/
50993
97744

103779
102314

147082
13O534
148873

12524
19 00 1.3304

120 100 L43445

-I 00
00

00
00
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62017

61997
61560

1601

62374
62062

__ 61817
61962
61964
61746
61392
62011

FRO3RM 10
09/20/00 1614BK 208

%Ci-IANGE 7..7

PEAI 659
XRESOLUTIoN 12.7
CHISQUARE 19.1 NORMAL RANGE 8.9 10 32.8
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Expt Date/Time 4- pm

Tube Medium count for 10 ul Avg cpm dpm tCiIm1 Ar CiIml A0

cpm on counting on addition
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62444
62132
62608

62487
61986
62037
62505
62624
61881
61923
61905
62570

62207
61913
61687

61983
61984
62282
62240
62171
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PROGRAM 09/23/00 153%
PEAK 42
XRESOLUTIONg 1i..6

CHISQIJARE 24.2 NORMAL RANGE 8.9 TO 32.8
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Fi TIME CPMA/I- CPMB/K FL1GS 111W00 154

3o9w410 27 165
1.00

152io Z4 167100 4728O 47456
00 /46180 46338 4o 1000 245371 45325

1110 00 cE30248 80440
1211 io 4ij278192 78373
1412 1.00 18763 78944
15

13 1.00 iS6641 156998
1614 1.0O.5%368 153708
1715 Ct513i6 151661
1916 1.00 375176 376415
2017 L0O368452 369684
2118 100 C365673 366905
2219 1.00 49s 552084
242o 1.ou1c3.l33 535477
2521 1.00 t3655% 338931
2622 1.00 C34 186
2723 100 32 174
2924 1.00 k4 168
30

25 Lo c36 194
3126 1.00 qC/29 183
3227 1.oo 37 186
3328 1.00 -413i6 41484
3529 00

o.0449 40618
3630 1.00 S9943 40122
3731 100 c82449 82681
3832 1.00 1c42492 8271433 100 33133 03336
4134 1.00 96437 196903
4233 1.0O1liCi4932g4 193724
4336 101 95488 196020
44

37 00 75206 376453
4638 1.00 c374247 375483
4739 1.00 124914 325878
4840 100 c552226 554765
4941 1.0045ó2%97 565033
5142 1.00 50243 552765
5243 1.00 28 166
5344 0O 31 170
5445 100 26 156
5646 1.00 127422 128331
57

FOtJER FAIL

o/
eo 00 RV
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TABLE-2

Expt Date/Tme fo
Tube Radioactivity for 300 ul cell Avg cpm dpm .tCi/mI Ar tCi/m1 A0

suspension

.09 on counting after 12
cpm

incubation

10
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TABLE-3

Expt Date/Time
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TABLE-4

Expt Date oq7-1
Tube.dilution CoiTJ Colony Colony Avg Colony SF

12-__ /I7 t3

2-L
147 37 fL7

87 77 773 13

4c 56 O4477

52 45 31 Ojoo

17 15
Of/7o

73 57 523 71

127

12._- 07 ff7 1Z5

Jo S7 S5

I2 4j 4f 3f 43 O3353

LL /6 14.3

t3.3 57 41 oo
80

OtO5
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V79 COLONY FORMENG ASSAY

Experiment Name 125IUdR clustcr with 10% DMSO w/oIOO tiM lindanc50% labcl

Experiment performed by Bishayee Date 09/14/00

Sct thc rockcr-rollcr at 37C incubator with 5% C02 set the Coultcr Counter wash cells from two 175 cm2 flask

subcultured 12 24h before with PBS trypsinize cells each resuspend in nil MEMB pool pass five times

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

ml isotone Coulter balanced electrolyte solution

Dilute to -.2000000 cells/mi in MEMB count 204fooo cells/mi

Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 7x100 mm
Keep the tubes in the roller for 3-4 hat 37C 5% C02 Date/Time qf/4foo

Prepare MEMB containing radioactivity in hood

2.tl 25IUdR prepared Oil _ml MEMB

Afler 3-4 remove test tubes from roller and add MEMB with or without radioactivity according to Table below

Date/Time

Tube IUdR Cells in MEMB MEMB 100 uM l0%DMSO

MEMB
126

Lindane- in MEMA
uCi/mi ml IUdR

ml mMEMA

ml ml

1.0 1.0 0.4

1.0 1.0 0.4

0.25 1.0 0.915 0.085 0.4

0.5 1.0 0.835 0.165 0.4

1.0 0.665 0.335 0.4

1.0 0.335 0.665 0.4

1.0 0.4

1.0 1.0 0.4

1.0 10 0.4

10 0.25 1.0 0.915 0.085 0.4

11 0.5 1.0 0.835 0.165 0.4

12 1.0 0.665 0.335 0.4

13 1.0 0.335 0.665 0.4

14 1.0 0.4

7- pm

Exp
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Retumtesttubestorollerfoi- 12 Date/Time 09/4f00 7_.3cpI

Next day while test tubes are in shaker label 40 4x10 gammatubes 13 100 mm VWR glass test

tube

After 12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm precooled

centrifuie Date/Time II/00 i-oo

Remove buckets from centrifuge and carefully remove 100 il of supernatant and place in prelabeled

gamma-tube

11 Decant supematant click tubes vortex resuspend in ml wash MEMA

12 Centrifuge tubes for 10 mm at 2000 rpm 4C
13 Decant supematant click tubes vortex resuspend in ml wash MIEMA

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

15 Decant supematant click tubes vortex resuspend in ml wash MEMA

16 Centrifuge tubes for 10 mm at 2000 rpm 4C
17 Similarly wash the cells that were not labelled pooled cells from two tubes resuspend in ml was

MEMA with 10% DMSO w/o 100 uM hindane

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

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 UI

19 Centrifuge tubes for mm at 1000 rpm 4C
20 Transfer tubes at 10C for 72 Date/Time qf I5/i -3oai

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 o9çfoo qoj
22 After 72 Ii carefully remove the supematant from the top resuspend pellet in 200 ul wash MEMA and

transfer the content to ten 12 ml tubes Falcon plastic test tube 7x100 mm labeled 1-10 both on cap

and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time OT/Ifoo 1oco

23 Again add 200 ul wash MEMA in microcentrifI.xge tubes resuspend and transfer the cell suspensions in
rn

l2mltubes

24 Centrifuge the tubes for 10 mm at 2000 rpm 4C precooled centrifuie

25 Labeling and preparation of dilution tubes and colony dishes

load60 mmpetri
dishes with ml MEMA

load test tubes with 4.5 mIMEMA and label them 12 1.3 1.4 1.5 2.2 2.3 2.4 2.5 X.2 X.3

X.4 etc

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

28 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA

29 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

syringe with 21 gauge needle

31 Determine cell concentration by transfering 100 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 and transfer 0.5 ml to tube X.2

and vortex Keep tubes on ice

33 Transfer 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 lii of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity
Date/Time ojfiqo

37 After week wash colonies times with normal 1X saline and 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 valid data point
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14fD

iiS

oi/iq7o

/M

J-3D /41

PROGRAM
REGION

REGION
TIME 1.00

09/20/00 13 11

10

ii

12

LL 15 UL 80 BKG XSIGMA .00
LL 15 UL 1000 8KG SIGMA .00

SCREENING LIMITS K1.000

TIME CPNA/K CPIIB/K FLAGS MIN
00 25 160

Sc TUBE JAM
TUBES MISSING

00 31 155
1.00 26 143
1.00 29 186

00 16 14 1749 10

1.00 V112128 12249 11

1.00 t2o 12229 12

00 20589 20730 14

1.004 22520 22656 15

1.00 LQ32S1 23375 16

13 00 42806 42971 17

14 1.00 45401 45555 19

15 1.00 44114 44297 20
16 1.00 E34985 85189 21

17 Cx 88770 89001 22
18 1.00 3B659 88833 23
19 1.00 428719 129053 25

20 1.007ei133163 133482 26
2.1 100 433571 133852 27
22 00 31 164 28

23 1.00 221 174 29

24 1.00 L3g 183 31

25 1.00 24 152 32

26 1.00 182 33

27 1.00 171 34

28 1.00 11362 11556 35

29 00 2059 12 180 37

3O .1.00 42242 12367 38

31 1.00 22449 22589 39

32 1.00 MI2414 22501 40

1.00 3169 23299 41

34 1.00 43727 43888 43

35 1.00 17 144

36 1.00 33 16 45

37
38
39
40
41

00
00

136166

46
47
49
50
51
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TABLE-i

Expt

11

Date/Time o/ qoo 4oe

22477 2OO- O27

4oo

oq9

Tube Medium count for 10 ul Avg cpm dpm tCi/m1 Ar .tCiImE A0
I0

cpm Te6 Lt- on counting on addition

eQ56O7IF

y1.47

1I1O lOVç 04L14 OS2M

2209 2o47 05O

4407c1

7z 130L23 3t

3lI7 S7

10
1091..... O5l1

5Is2 76281- 3S 37

1Z3755 57

BOOl 795



15C toi
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TUBES MISSING
49 00 1- 146

4-oopi

TIME CPM 1K CPMB/K FLAGS MIN
50 1.00 3C 161 57
51 1.00

Ic
199 59

52 1.00 .5 157 60
53 100 34j 184 61

54 oo L2r 153 62
55 00 47877 49036 63
56 1.00 3.l46763 46918 65
57 1.00 145875 46041 66
58 1.00 1543 81746 67
59 1.00 4c8o1.76 80377 68
60 L.00 L9317 79540 69

61 1.00 158192 158517 71

62 1.00 2154184 154539 72
63 1.00 153774 154118 73

64 1.00 79706 380981 74
65 00 370345 371654 76

66 1.00 c69735 370877 77

67 1.00 553600 556203 78

68 1.00 738140 540567 79
69 1.00 4193o 544429 81

70 00 42 191 82
71 1.00 29 168 83
72 1.00 L172 162 84

73 1.00 20j 165 86
74 1.00 157 87
75 1.00 1.68 88
76 100 41605 41764 89
77 00 40712 40888 90
78 L.00t40109 40248 91
79 1.00 83485 83721 93
80 1.00 1482926 83148 94
81 100 e4829 85041 95
82 1.00 198974 199410 96
83 1.00Vi95356 195798 97
84 .00 98085 196579 99

05 1.00 378446 379715 100
86 i.00/77784 379068 101
87 00 127371 328395 103
88 1.00 i57565 560119 104
09 1.00 69236 571097 ios
90 1.00 54985 557495 106
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5Go57

33135 4-i15 S2-

TABL-2

Expt

11 5378 7oG
51O

1-f

cf1s3

O2_71

2J 2_-

o285

5rfz O772_- O1I

B001798



TABLE-3

Expt Date/Tæne /f6/ok
Tube Coulter count for 100 ul cell Avg count Cells/mi

pCi/cell kBq/Cluster
suspension

count jLm1 xl 06 148

40001 Cells/mI

4f3

472 4g

uI 43 If 4s 7Lj..2j

Yli 3% e3 3-/a eooo 0078$

42 1tS 7cooo 0i2.7

4y 444 l77oo

47 t-f/ 4S2.. 16 52.ooo O4-25

--- 5f 5_q1 4f

423 te
10

3qo q-i 39 S1 2eoo 0o37

4i/ s..s

o2_
511 53 2-1O 133J

4io e72 F75 iootca 175

If 5o 7I 53 -322-o
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TABLI-4

Expt

2S

O3

Date

Tube.dilution Colony Colony Colony Avg Colony SF

07 33

l.2- 72

47 50 OS71

43 32- 24- 33 0332-2-

52- 2- o22I5

75 Oo582-

73 2.2 IS 16J oci54

92

to 55 45 4S 33 440

IL2-

15

JLFLI
70

2433

Sb 00001

B001800
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V79 COLONY FORISIING ASSAY

Experiment Name 12511JdR cluster with lindane 50% label Exp.

Experiment performed by Bishayee Date 08/10/00

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells from two 175

cm2 flask subcultured 12 24h before with PBS trypsinize cells each resuspend in ml MEMB pool

pass five times through 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 -2000000 cells/mi in MEMB count cells/mI

Transfer ml of cell suspension into 14 ml tubes Faplastic test tube 7x100 mm
Keep the tubes in the roller for 3-4 at 37C 5% CO2 Date/Time O8/1c
Prepare MEMB containing radioactivity in hood

.tl
1251JdR prepared on

lJJ/g /o.o
mlMEMB

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

Tube 1I1JdR Cells in MEMB MEMB 100 uM MEMA

uCiIml
ME11B

ml 1ITJdR
Lindane

ml

MEMA

ml ml
1.0 1.0 0.4

1.0 1.0 0.4

0.25 1.0 0.915 0.085 0.4

0.5 1.0 0.835 0.165 0.4

1.0 0.665 0.335 0.4

1.0 0.335 0.665 0.4

1.0 0.4

1.0 1.0 0.4

1.0 1.0 0.4

10 0.25 1.0 0.915 0.085 0.4

11 0.5 1.0 0.835 0.165 0.4

12 1.0 0.665 0.335 0.4

13 1.0 0.335 0.665 0.4

14 1.0 0.4

Date/Time osfiooo

..

Table below
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Return test tubes to roller for 12 Date/Time OfiO fo 7a
Next day while test tubes are in shaker label 40 4x10 gamma-tubes 13 100 mmVWR glass test

tube

After P1 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm precooled

centrifu Date/Time O//ffD
10 Remove buckets from centrifhge and

carefully remove 100 pi of supernatant and place in prelabeled

gamma-tube

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA
12 Centrifuge tubes for 10 mm at 2000 rpm 4C
13 Decant supematant click tubes vortex resuspend in ml wash MEMA
14 Centnthge tubes for 10 mm at 2000 rpm 4C
15 Decant supematant click tubes vortex resuspend in ml wash MEMA
16 Centrifuge tubes for 10mm at 2000 rpm 4C
17 Similarly wash the cells that were not labelled pooled cells from two tubes resuspend in ml wash

MEMA

8.Decant supernatant click tubes vortex transfer the cell suspension in polypropylene microcentriflige

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 microcentriflige tubes Total volume 400 ul
19 Centrifuge tubes for mm at 1000 rpm 4C
20 Transfer tubes at 10C for 72 Date/Time fuf0o ri
21 Transfer 10 ul supematant in three sets of tubes containing small pieces of tissue paper from 100 ul

supernatant removed earlier and count them for radioactivity

Date/Time O/u//OO
22 After 72 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 7x 100 mm labeled 1-10 both on cap

and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time
o8fiifao2

2.vo

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

l2mltubes

24 Centrifuge the tubes for 10 mm at 2000 rpm 4C precooled centrifuge

25 Labeling and preparation of dilution tubes and colony dishes

load 66 60 mmpetn dishes with 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 supematant click tubes vortex resuspend in 10 ml wash MEMA
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27
Centriflige tubes for 10 mm at 2000 rpm 4C

28 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
29 Centrifuge tubes for 10 mm at 2000 rpm 4C
30 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times through cc

syringe with 21 gauge needle

31 Determine cell concentration by transfering 100
1.d to Coulter cup

32 Vortex tube transfer 0.5 ml into difusion tube vortex tube 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 nil to tube X.2

and vortex Keep tubes on ice

33 Transfer 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 il of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity Date/Time ofiy/oo tc-

37 After week wash colonies times with normal 1X saline and times with methanol Stain1coloniea t-
with 0.05% crystal violet

38 Count colonies There must be between 25 and 250 colonies for the flask to be valid data point
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foAl
POWERLip MODEL 9455 VERS 1.0 PRINTER UPDATE

100 42 00 p4i

00
1.00

00 2-ti

oo
1.00 3352 6862
1.00 517 6945
1.00 .656 7230

10 1.00 7273 14638
11 1.00 7121 13941

12 1.00 1i4 14233
13 00 10685 21084
14 1.00 10869 21747
1.5 1.00 111820 23290
16 1.00 19994 39452
17 1.00 J20053 39468
18 100 Ui8205 35614

19 00 30904 60962
20 1.00

.2067
62858

21 100 2913 65918

22 100 37
23 00 66

24 1.00 l0 39

25 00 25

26 1.00 38

27 100 Ci

28 1.00 3698 7574

29 1.00 o783 7745

30 1.00 .698 7520

31 1.00 ç7285 14703

32 1.00 p271 14706
33 1.00 28O 14759

34 1.00 çBO23 16376

35 1.00 7373 14817
36 100 8941 17447

37 1.00 18794 37368

38 1.00 i9620 39119

39 t.oc 1o2ao 4c11

POWERUP MODEL 9455 VERS .0 PRINTER UPDATE

r9 1cio 28556 56505-M 1.00 29126 57408

1.00 %2422i 48628
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Date/Time

Avg cpm dpm

e0 506

y1.47

06/co/a 7- Ii

II 72-a

ff112_ 1oqoç

4f8 O44f$

O417_ O4-1t2_

13

.t 2.7301 37C2LI

IJ17

fs

TABLE-I

Expt

turn count for 10 ul

cprn

2--fh

00 /fl

7/

iCiIm1 At

on counting

pCi/mi A0

on addition

3508 fii o1I2. O2

437

tIf1- f4-5 O73

Ij3q0 24oS i17

3i8 43ooç

37Lk Soo 022-3
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1OOO t2jet

o8//i/ôo I-ooa

q1-i/L1- 77

.2

1440

00
00 5o 105

LOU to 237L
00 194
00 260

1.00 254
00 8054 55882

1.00
cjj7516 57219

1.00 6831 56979
10 1.00 59149 123563
ii LOU k59857 119778
12 00 0247 124502
13 1.00 94391 186788
14 100 89974 i77132
15 1.00 2756 183234
16 1.00 187385 371162
17 1.00 175700 344690
18 1.00 k67015 328839
19 1.00 323110 6397277
20 00 7321100 62.9382
21 1.00 -76173 5323571
22 00 339
23 1.00 237
24 00 211

25 1.00 cO 176

26 1.00 qv 223
27 00 198

29 00 29644 60100
29 00 io18439 53304
30 00 9343 57562
31 00 1O5i 121990

32 00 cJ62259 124837
33 100 2155 124479
34 00 179923
35 00 191140 176437

00 1747J
37 LOU 15329 421475
38 L00 ii462 41197$
39 1.00 .07356 401721
40 1.00 283735 545619\
41 LOU q.17429 612141

42 100 73402 5237i.3
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TABLE-2

Expt Date/Time Po OtZ

Tube Radioactivity for 300 ul cell Avg cpm dpm jiCi/mI Ar iCi/ml A0
suspension

on counting after 12

cpm incubation

271t7 37 OOS oosa

St75I 50 332- 12-Ob

12373

i770o 237%3 O357 O3737

3o7 I249 oI9 O48j

10 2M5 387J oocl

12.I 63U5 O12-1-7 0I37

tI2-G2-- tL24U iB4l 013

21l54t 2-L4ID O4L7o O4-k74

2-921 31trs os otS

B001809



TABLE-3

Expt Date/Time

Tube Coulter count for 100 ul cell Avg count Cells/mi pCi/cell kBq/cluster

suspension

count x106 x14

40001 Cells/mI

o7 SVf 531

53 557 s5

534 S42- 57 54/ 1t8 Oo 3.e

57 562 S75 oo 3il

O7 alq oo7q3

S5f 57Z sj 24s333 Oi5

52 S7 S1t 58f O..277 4430

57 S72

10

547 2-q-j333 00177

S3 sss S7 S53 2ZI4j 73

ri 572 5P si 2-33coo Ot24

514 q2 50_s 32.73

541 531 2/7733 O2S3
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TABLE-4

Expt Date

Tube.dilution Colony Colony Colony Avg Colony SF

15 U7

2/-
107

33- 48 43

30 37 O2-4O5

52 2.O 0f4g

47 5s O45

7%4 qo 00o73

62 1f

1-3 f37

1o-2- 33 O244

u._ 18

Of03

72- 7Z3
oo4qcg

t32k 30
3/ OOoL1

Vi4 OOcc3
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300 rh
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V79 COLONY FOR11NG ASSAY
Experiment Name 1251IEJdR cluster with lindane 50% label Exp
Experiment perfonned by Bishayee Date 07/20/00

Set the rockerroJler at 37C incubator with 5% C02 set the Coulter Counter wash cells from two 175
cm2 flask subcultu red 12 24h before with PBS trypsinize cells each resuspend in ml MEMB pool
pass five times through cc syringe with 21 gauge needle perform cell count by transfering 100 ul in

Coulier cup containing 20 ml isotone Coulter balanced
electrolyte solution

Dilute to 2000Ooo cells/mi in MEMB Count .O3O cells/nil
Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 7x1 00 mm
Keep the tubes in the roller for 3-4 at 37C 5% CO2 Date/Time 07/lcfoO
Prepare MEMB containing radioactivity in hood

jil 25mdR prepared on
O7ff3/oo m1 MEMB

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

Table below
Date/Time

c77/fooTube 25JUdR Cells in

uCi/mi
MEMB

B001812



Return test tubes to roller for 12 Date/Time 079000
Next day while test tubes are in shaker label 40 4x1 gamma-tubes 13 100 mm VWR glass test

tube

After 12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm precooled

centrifuRe Date/Time 0721/ Oc ft

10 Remove buckets from centrifuge and carefully remove 100
j.tl

of supernatant and place in prelabeled

gamma-tube

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supernatant click tubes vortex resuspend in ml wash MEMA

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

15 Decant supernatant click tubes vortex resuspend in ml wash MEMA

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

MEMA

18 .Decant supematant click tubes vortex transfer the cell suspension in polypropylene microcentriftige

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 microcentriflige tubes Total volume 400 UI

19 Centrifuge tubes for mm at 1000 rpm 4C
20 Transfer tubes at 10C for 72 Date/Time 07/2 jo 12 -oo

21 Transfer 10 ul supematant 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 2f Joc I-vo

22 After 72 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 7x1 00 mm labeled 1-10 both on cap

and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time
07/2ff00 26

23 Again add 200 ul wash MEMA in microcentriftige tubes resuspend and transfer the cell suspensions in

l2mltubes

24 Centrifuge the tubes for 10 miii at 2000 rpm 4C yrecooledcentifugc

25 Labeling and preparation of dilution tubes and colony dishes

load 66 60 mmpetri dishes with ml MIEMA
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

B001813



27 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

29 Centrifuge tubes for 10 mmat 2000 rpm 4C

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

syringe with 21 gauge needle

31 Determine cell concentration by transfering 100 lii to Coulter cup

32 Vortex tube transfer 0.5 nil into dilusion tube X.5 vortex tube 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 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 tl of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity Date/Time 07/24 OO4.-c

37 After week wash colonies times with normal IX saline and 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 valid data point

B001814



i-t

32 A-fAwQ

cLv4 AA

O35

__

B001815



20

23
24
25
26
27
28
29
30

31

32

34
35
36

39
.39

40

42

19
1436
1476

LTT
2801

13050
13422
14731

24660

3i897
26644
55803
54292
55656

87

84
124

179

77c

1384
1554

1425
2973
2724
2520-.

16596
13370
14765
29921
30670
29420
41873
9009T
56086

to1

POW ERUP MODEL 9455 VERSA 10 PRINTER UPDATE

1. 00
00

00
1.00
1. 00

1.00 474
loo
L.00 93
1.00 1033
1.00 71135
i.oo
1.00 6373

oc 5j 6575
1.00 7219
1.Qu 11921
1.00

1.00
1.00 i27545

004fl 66s6100 .7335
00 ci

1.00
1.00

00 cc
ioo
1. 00

1.00 510
00

1.00 491

1.00 122U
1.00 1i44
1.00 4075
1.00 8053
1.00 /6528
.00 233

1.00 ç14662
1.00

\l /15220
1.00 4441

00 20456
1.00 V\ 29269

00 7590
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TABLE-i

Expt Date/Time 07/2-f/ac /-oo/-

Tube Medium count for 10 ul Avg cpm dpm jCi/m1 At pCi/mi A0

cpm on counting on addition

eO.506

y1.47

54-f 72 0o33

I3 O0c.8

722- 9037 Co7

f8I9_ 0f
2.7f7 365qo If

10
52.3 704

ii
4b Si-i

J_ 7211 q775

i177- N3
1t 2.5771 34 5k
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/2f160

POWERU MODEL 9455 VERS 1.0 PRINTER UPDATE

1-a

1-1

13

14

.15
16

17

18

19

20
21

24
25
26

28
29
30

31

32

34
35

36
37
38

39
40
41

42

1.00
1.00 -0
1.00

00 2-c-

100
1CC 11433
1.00 ii298
1.00 hi 1040
1.00 -22751
1.00 v22i572
1.00 21564
1.00 ç65573
1.00 /66788
1.00 p67268
1.00 156547
1.00 /58722
100 U56644
100 ç32l235

oolt/319299
00 U20269
00

100
00

100
1.00

c0

19

79

94
142

22474.

21655
21687...

43735
42058
41464

126043

128660
128345. .r
296627

301574
295488
603447
596766
598771

388
3284

273
381.. ..

267
20345

21535

49855
50927
47573

165330

167.1--
161443
329580

LL
318814
627587
639412
663926

POWERUP MODEL 9455 VERS 1.0 PRINTER UPDATE

00
00

100
00
00
00
cO
00

00
OC

00
c0
00

00

00

-10614
134

194
.-

527034
l25254

çG9Ol

2489019
-873 55

ç178168
Vc/J175150

47262
542958

v/353 166

1Z6 5542
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Expt

11

Date/Time
o724oo 4oo tAf

917 35io OoSz7 O05f7

07/2/00

iS32 c717$ 0851-

z3Sf o35V o37

477 o1rqt o7i

Tube Radioactivity for 300 ul ceEl Avg cpm dpm jiCi/mi At .tCiImE A0
suspension

on counting after 12

cpm incubation

11257 15134 002i- OO235

2lD2- 1tSt7 Of/f3 OOO

8t43 O134-3

157301- 2.11487 O3175 O327

32o27 43o53 o5 OG7Ij-

10
oc13 f47j. Ot2Z 00Z30

14

3e4

1724

353s

B001 820



TABLE-3

Expt Date/Time 072/f 00

Tube Coulter count for 100 ul cell Avg count Cells/mI pCi/cell kBq/cluster

suspension

count x106 pCiIcell x143

4000 Cells/mI

4-O7 4-O3 4o1

42i9 4-i 447

5zo 535 5f 532... 21280v0 G34

S51 571 55 2Z2..G o-o9-o

Si 3e 53 S2...o 2081333 00G7 CC
ssi si3s 2f1Cooo 015o1 22220

S2 537 53 S2...5 2tO33 472J7

32- sj 55

f8/ 472 q4

10 415 49q SOzf- 2t7333 .87

512 507 532- Si7 2O8ooO Oo2
12 4s 42 44 I7qooo l55s

13 p15 O9 53t crfS3g 277s

575 5I 5o2.- 572- Z2qOC o323 2r.7ylL
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TABLE4

Expt 2- Date

Tube dilution Colony Colony Colony Av Colony SF

tjfr

107 105

7-2- to

41 511

51 Ifo 2o

c3 56 0044

7.2I_ 55 73 Ooo
t2. 117 1O

IO7s

I2 107 leO 92

1ot 73 0S8

4o t9-Q--2_I 42 35 33 O3LI

12.3
24- It 1i 00173

75 07i 0-007/

J4iL Q0 Oooo56
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V79 COLONY FORMING ASSAY

Experiment Name 125JudR cluster with lindane 50%label Exp

Experiment performed by Bishayee
Date 07/13/00

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells from two

175 cm2 flask subcultured 12 24h before with PBS trypsinize cells each resuspend in ml MEMB

pool pass five times through 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 -2000000 cells/mi in MEMB count 200 000 cells/mI

Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 17x100 mm
Keep the tubes in the roller for 3-4 at 37C 5% CO2 Date/Time o7/tf0o

Prepare MEMB containing radioactivity in hood 4-00

.tl
125IUdR prepared on O7fffao .2

mlMEMB

After 3-4 Ii remove test tubes from roller and add MEMB with or without radioactivity according to

Table below
_______ ________ ________ ________ _______

Date/Time

Tube 125JUdR Cells in MEMB MEMB 100 uM MEMA

uCi/mi ml IUdR Lindane

ml MEMA
uCi/mi

ml
ml

1.0 1.0 0.4

1.0 1.0 04

0.1 1.0 0.987 0.013 0.4

0.2 1.0 0.975 0.025 0.4

1.0 0.875 0.125 0.4

1.0 0.75 0.25 0.4

1.0 0.5 0.5 0.4

1.0 1.0 0.4

1.0 1.0 0.4

TO 0.1 1.0 0.987 0.013 0.4

11 0.2 1.0 0.975 0.025 0.4

12 1.0 0.875 0.125 0.4

13 1.0 0.75 0.25 0.4

14 1.0 0.5 0.5 0.4
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Return test tubes to roller for 12 Date/Time o713/o 73 pm

Next day white test tubes are in shaker label 40 4x10 gamma-tubes 13 100 mm VWR glass test

tube

After 12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm precooled

cenfrifuRe Date/Time d4f co q-30 O.k

10 Remove buckets from centrifuge and caretbily remove 100 tl of supernatant and place in prelabeled

gamma-tube

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA
12 Centrifuge tubes for 10 mm at 2000 rpm 4C
13 Decant supernatant click tubes vortex resuspend in ml wash MEMA
14 Centrifuge tubes for 10 mm at 2000 rpm 4C

15 Decant supernatant click tubes vortex resuspend in ml wash MEMA

16 Centrifuge tubes for 10 mm at 2000 rpm 4C
17 Similarly wash the cells that were not labelled pooled cells from two tubes resuspend in ml wash

MEMA

8.Decant supernatant click tubes vortex transfer the cell suspenskn 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 microcentrifiuge tubes Total volume -400 ul

19 Centrifuge tubes for mm at 1000 rpm 4C
20 Transfer tubes at 10C for 72 Date/Time o74f ii-j0ii

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

supematant removed earlier and count them for radioactivity

Date/Time 07tq/ôO 4oop
22 After 72 carefully remove the supernatant from the top resüspend pellet in 200 ul wash MEMA and

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

and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time oilIlfoo to-Do Qw
23 Again add 200 ul wash MEMA in microcentrifi.ige tubes resuspend and transfer the cell suspensions in

l2mltubes

24 Centrifuge the tubes for 10 mm at 2000 rpm 4C precooledcentrifu

25 Labeling and preparation of dilution tubes and colony dishes

load 66 60 mm petri dishes with 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 resu spend in 10 ml wash MEMA
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27 Centi-iflige tubes for 10 mm at 2000 rpm 4C
28 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
29 Centriffige tubes for 10 mm at 2000 rpm 4C
30 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times through cc

syringe with 21 gauge needle

31 Determine cell concentration by transfering 100 tl 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 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 uI of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity Date/Time
o7I7f00

37 After week wash colonies times with normal 1X saline and 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 valid data point
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O7/q/CO

PO1Up
MODEL 9455 VERS i0 PRINTER UPDTE

100 187

1.00 45

LO0 1-0 58

100 ..-0 118

1.00 76

1. 00 60

1.00 1467 3126

1q00 1569 3255

1O0 L1352 2961

10 1..00 O3O 5910
11 1..00 197 6596

12 L00 .844 5957

13 100 p15811 30993

14 L00 S15899 30951

15 1q00 12891 25125
16 1..00 37208 72997

17 1..00 3738B 731-49

18 1q00 34078 66788

19 1q00 70103 137531
20 1q00 7OO29 137896

21 1..00 66968 131342
22 00 163

23 1. 00 159

24 00 200

25 00 çO 108

26 L00 349

27 100 136

28 10O 1460 3310

29 100 t1505 3336

30 1.00 l412 3176

31 100 .3132 6705

32 1.00 1/.j 22962 6090

33 1q00 999 6007

34 1.00 çl6498 32813

35 100 it16478 32423-

36 100 14873 29569

37 L00 65738

-38 10O 1i379o2 74354

39 00 5627 68940

40 00 68902 134461

41 1..00 fqj72363 141338

42 1.00 3490 142061

POWERUP MODEL 9455 VERS 10 FRINTER UPDTE

POWERUp MODEL 9455 VERS LO PRINTER UPDTE
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TABLE-i

Expt Date/Time 42O ftftv

Tube Medium count for 10 ul Avg cpm dpm jtCi/ml At iCi/mi A0

cpm 81 on counting on addition

eO 506

y1 .47

0o8 -e
2.1 O-72 o-g-

767 OOq3 -01j

32Zf 48702 2.If 4-8

9O33 2811 4.IS

10 Oogg .Oe1-t8

O.OE7

0177f

--3

087

O95o
3031

357o2

7It75

ofg35F07S

2-1413

471

0-qfJ
43 a8
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o7/ 7f0D

3ô0M.t
ce.L1 2-oo /Thi/

10

11

12

13

20

24
25

27

28
29
30
31
-7.-

34

35
36

37
38

39
40

I4142
43

00
00

00

00

1.00 1077
00 1887

100 2127
1.00 25144

00 4c 24454
00 5064
00 05262

00
Sc- 106244

100 1.405065

1.00 241651
1.00 231587
1.00 238454
1.00 ç396328
1.00

7vI397
126

00 403185
00 6830

1.00 6158

1.00 6316

00 745

1.00 788

00 888

1.00 16106

1.00 fec 16173

1.00 5919

1.00 27975
i.oo fc6169
1.00 .73B2

1.00 116620

1.00
Ilz/

15108

1.00 13314

1.00 208262
1.00

1.00 t202175
1.00 398384

00 qc o632
i.oo 14473
.51

200
250
178

255

187

150

21815
419
24114
492
48055

49357
204659
206480
203949
466790
446096.
458209
756090

752160
760704

13236

12376

1990
2065

31294
31400.
30687
53567

49986
52705

222201

218844
214527
391749
400376
378429
738413

752714
757622

41g..
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TABLE-2

Expt Date/Time 07l1f0ô

Tube Radioactivity for 300 ul cell Avg cpm dpm tCim1 At ji.CiJml A0
suspension

on counting after 12

cpm incubation

5724 OO23

Oo502_ o5

ios- 02-3 O2-9fr

2372_30 3i8c. O47

37 S327 OOS2_ 05554

..-u
O2 OQ3 0Q337

14 17 iS 0054 O5
fV f43Q OJ.24 OlOS

Q-o77 77

4o3 S4371

07/I4f

BOOl 830



TABLE-3

Expt Date/Time
07/17/00

Tube Coulter count for 100 ul cell Avg count Cells/mi pCi/cell kBq/cluster

suspension

count x106 x14

4000 Cells/mI

31f f2.7

I2. 5333 1.43

42 2.c3333

Co07 5q27 55i 53 O013

157 71 2- 24333 277

G4-J 31 2f t3 o32.1 4.78

$1
10 qq /t7 41 277333 OOf 2O

II 43/ co33 J-o2- 332_

12
p73/ 65 O02 3..24

13 581 533 S71 2I73 Oi77 277

I/-I 71f si 2-rLooo 03Lo 47
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TABLE-4

Expt Date

Tube dilution Colony Colony Colony Avg Colony SF

12
i-i

-2 12-a-

3.- OS T7r

75 97

S3 1W IT-2--

23

73 73 000$1

l5

9.7

82 451
S7 0372-2_

Ii

-3

rfr3

L4

8-e 72

2. It

fi

Oogi/

oco
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V79 COLONY FORMING ASSAY

Experiment Name 125IUdR toxicity 50%label Exp Experiment

performed by Bishayee
Date 06/22/00

Set the rocker-roller at 37C incubator with 5% CO2 set the Coulter Counter wash cells from two 175

cm2 flask subcultured 12 24h before with PBS trypsinize cells each resuspend in ml IvIEMB

pool pass five times through 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 -2000000 cells/mi in MEMB count .Zooocells/ml

Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 7x100 mm
Keep the tubes in the roller for 3-4 at 7C 5% C02 Date/Time

Prepare MEMB containing radioactivity in hood

.tl
125JJJjR prepared on of./ mlMEMB

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

Table below Date/Time /22.f 002 -o

Tube 25IUdR Cells in MEMB MEMB

uCi/rnl ml 25IUdR

ml

uCiImlJ

1.0 1.0

1.0 1.0

0.01 1.0 0.997 0.003

0.05 1.0 0.987 0.013

0.1 1.0 0.975 0.025

0.2 1.0 0.950 0.05

0.5 1.0 0.875 0.125

1.0 0.75 0.25

1.0 0.5 0.5

10 1.0 1.0

Return test tubes to roller for 12 Date/Time O/2_0O 3o

Next day while test tubes are in shaker label 40 4x10 gamma-tubes 13 100 mm VWR glass test
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tube

After -12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm recooled

cenirifigçJ Date/Time qp oJ

10 Remove buckets from centrifuge and carefully remove 100 p1 of supernatant and place in prelabeled

gamma-tube

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supernatant click tubes vortex resuspend in ml wash MEMA

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

15 Decant supennatant click tubes vortex resuspend in nil wash MIEMA

16 Centrifi.ige tubes for 10 nun at 2000 rpm 4C

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

MEMA

18.Decant supematant click tubes vortex transfer the cell suspension in polypropylene microcentniftige

tubes with attached caps Helena Plastics 400 ul iising 200 ul pipet tips

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

microcentritlige tubes Total volume 400 Ui

19 Centrifuge tubes for miii at 1000 rpm 4C

20 Transfer tubes at 10C for 72 Date/Time o_/o
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 fr
22 After 72 carefully remove the supernatant from the top resuspend pellet in 200 ul wash MEMA and

transfer the content to ten 12 nil tubes Falcon plastic test tube 7x 100 mm labeled 1-10 both on cap

and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time 00 9-v

23 Again add 200 ul wash MEMA in microcentriflige tubes resuspend and transfer the cell suspensions in

l2mitubes

24 Centrifuge the tubes for 10 mm at 2000 rpm 4C yrecooled centrT1ug

25 Labeling and preparation of dilution tubes and colony dishes

load 66 60 mmpetni dishes with ml MEMA
-load 40 T-tubes with4.5 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 supematant click tubes vortex resuspend in 10 nil wash MEMA

27 Centrifuge tubes for 10 miii at 2000 rpm 4C

28 Decant supennatant click tubes vortex resuspend in 10 ml wash MEMA

B001835



29 Centrifuge tubes for 10 mm at 2000 rpm 4C

30 Decant supematant click tubes vortex resuspend in ml wash MEMA pass five times through 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 nil 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 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 1.il
of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity
Date/Time 5o

37 After week wash colonies times with normal IX saline and times with methanol Stain colonies

with 0.05% crystal violet

38 Count colonies There must be between 25 and 250 co1ones thr the flask to be valid data point
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of23/o0

POV4ERUP MODEL 9455 VERS 1.0 FRINTERUPDTE

00
00

i.ot

00

00 29
00 37

100 44 342
00 30 351

ioc 436
10 00 635 1526

11 100 J704 1668
12 1.00 -ó39 160C1

13 100 p1300 2060-
14 100 1329 2821
15 l00 q229 2665

16 1OO 2l53 4433

17 100 247 4691
18 1.00 034 4333
19 1OO 880 11546
20 100 7j 6019 11343

21 LOU l43 12180

22 00 çl2667 24928

23 L00 p112154 23728
24 LO0 1136 21652
25 1.00 24443 47386
26 00 25992 50346
27 LOU 54145
28 1.00 49l49 94762

29 00 52390 100507

30 L00 1OO8 97760
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Expt

OX I5

/qqo

TABLE-i

Date/Time o./ 00

Tube Medium count for 10 ul Avg cpm dpm pCi/mi Ar pCi/mi A0

cpm on counting on addition

eO 506

yl-47

473 G3 OOO2- 0002t

0037 O040

t72 O077 OO7

2ft3 O--377r

O3 3q
1q55 Iiii O72S Oi7323

2Sqfl 343 I5
10 5c 33

3ioy 31/

tZ

I2415L
tf3St%

cq
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FOJ4ERUP MODEL 9455 VERSE 10 PRINTER UPDATER

100 179

10C
lb

78

I00 79

100 61

00 a-c- 52

00 20

l00 1699 3681

1q00 1775 3779

I00 1874 3951

10 00 -5905 tG37-
11 100 ZfC1463 22755.-

12 1.0C X934 12043-
13 1oo/ 5890 11682.-
14 1.00 -.l1837 23669

15 100 \.12371 24596

16 100 19942 3946
17 1q00 1439 42168

18 too 1303 41825

19 1q00 53337 105262
20 00 7c_-52894 104090

21 100 50722 100018

22 100 101126 199225

23 too J1o36O5 2c4534

24 100 L405948 208564

25 i00 167928 331408

26 L00 177736 347191

27 1q00 1483647 360508
28 .84 520318 1006424

947
POWERUPS MODEL 9455 VERS 10 PRINTER UPDATE
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TABLE-2

Expt

-e-

xo
44

oftfo1 q-o

7_ 72Jt\

oW

Date/Time o/qoO 5_oopw

Tube Radioactivity for 300 ul cell Avg cpm dpm tCiIrn1 At .tCi/ml

suspension

on counting after 12

cpm incubation

2$ 00035 O0037

7q45 OOf7 OO24

f518s O02f

2ogq4 OO21 03r

53i7 7o33g Oio O110q7

103557 3/230 Q2O7O O217L

737 37i O35L O37o

10 23oo 5fI33 o7747 Ot5
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TABLE-3

Expt

Tube

Date/Time O/2/O-z -s

Coulter count for 100 ul ccli Avg count Cells/nil pCi/cell

suspension
count x106

4000 Cells/mi

kBq/cluster

x14J

Uf 2_q

582- S715S S7 37333 OOo6 0Z30

O004G

5L .L/ 512 S7 L3/qç OOtO7 15

__$ OO17 25
S8 Oq/ D22- 2j-1DOOO

G.2-1 u/ i51s333 OO3 1263

88 G72 2-73733j O352

10
777 7G O23 31 07
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Expt

TABLE-4

Date qfo3/9o

Tube.dilution Colony Colony Colony Avg Colony SF

12 1S 14 21 12482

la IZi UI Uf

107 hf 12 15 Ofoc7

4z- lao 111 O3

75 Co o73

62 38 56 O3s3

27 2f 021O2_

83 83 101 117
IO3

8o i-o 12 0OOc

O.1 007 oooos
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V79 COLONY FORMING ASSAY

Set the rocker-roller at 37C incubator with 5% CC2 set the Coulter Counter wash cells from

two 150 cm2 flusk subcultured 12 24h before with PBS trypsinize cells each resuspend

in ml MEMB pool pass five times through 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 200O000 cells/mi in MEMB count cells/mi

Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 17x 100 mm
Keep the tubes in the roller for 3-4 at 37C 5% CO2 DatelTime

Prepare MEMB containing radioactivity in hood

7o fil
125IUdR prepared on -m1MEMB

After 3-4 remove test tubes fromiljafIà add MEMB with or without radioactivity

according to Table below Date Tirne q-79 7-O

Tube 25IUdR Cells in MEMB MEMB
uCi/ini ml 125IUdR

ml

uCi/ml

1.0 l.0
1.0 1.0

0.01 1.0 0.997 0.003

0.05 1.0 0.987 0.013

0.1 1.0 0.975 0.025

0.2 1.0 0.950 0.05

0.5 1.0 0.875 0.125

1.0 0.75 0.25

1.0 0.5 0.5

10 1.0 1.0

Experiment Name 125IUdR
toxicity 50% label

Experiment performed by Bishayee

Exp

Date 09/27/99

oq2.zfq

r-oo ps

Return test tubes to shaker for 12 11 DatelTirne tq2q qq 7-3O

Next day while test tubes are inJakr bel 40 4x10 gamma-tubes 13 100 mm VWR

glass test tube
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After 12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifuge DatelTime Of2gQ9 9DO
10 Remove buckets from centrifuge and carefully remove 100 j.tl of supernatant and place in

prelabeled gamma-tube

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA

12 Centrifuge tubes for 10 turn at 2000 rpm 4C

13 Decant supernatant click tubes vortex resuspend in ml wash MEMA

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

15 Decant supernatant click tubes vortex resuspend in ml wash MEMA

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

wash MEMA

18.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 resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes Total volume -400 ul

19 Centrifuge tubes for mm at 1000 rpm 4C

20 Transfer tubes at 10C for 72 DatelTime i1f7q 11 00

21 Transfer 10 ul supematant in three sets of tubes containing small pieces of tissue paper from

100 ul supematant removed earlier Step 12 and count them for radioactivity

1ateTime Oqf474 2--ôo

22 After 72 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

DatelTime CoifQQ bJo
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 mm at 2000 rpm 4C precooled centrifu

25 Labeling and preparation of dilution tubes and colony dishes

load 6660 mmpetri dishes with 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 Xi etc

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

27 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

29 Centrifuge tubes for 10 mm at 2000 rpm 4C

30 Decant supematant click tubes vortex resuspend in ml wash MEMA pass five times
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through cc syringe with 21 gauge needle

31 Determine cell concentmtion by transfering 100 jil 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 nil to tube X.2 and vortex Keep tubes on ice

33 Transfer 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 jilof cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity
DatelTime ooi ioo --

37 After week wash colonies times with normal 1X saline and 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 valid data

point
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/27 4L

L00 61
L00 t8l

1cu 75

00 204
00 1203 JL

100 ç582 465

10 oo 4M _666 534

11 1oo 1044 1446

12 00 1l 140 16 20
13 100 1992 3366

14 00 zoB1 360

15 100 C5259 iC371l

16 oc 7t 464
17 00 çioT393 2o985
16 i00 1ii5 23718
19 100 Q2358 459391

20 iOO 2979 47752
21 00 45B05
22 00 0224 104972
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TABLE-i

Expt

6Y

PateiTime oci-9Ql 12ôO 4ö%-

Tube Medium count for 10 ul Avg cpm dpm ji
CilmI

J.1

Ci/mi A0

cpm on counting on addition

e0 506

yl.47

OOO75 0074

545 73L Oo33 0o33

1013

1t7 O.U55 O.i1

2- 7114 03 O3zz.q

0i5 445S

30370 f3
10

47q3 2q6

7Jo Pi./

I2-tt
1-
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to/a//f
12-ao

00 75
00 4A170
00 94

1.00 64
1. 00 Ic 486
LOU

00 98
1..00 1c_191

00
10 1.00 ç1956 3024

11 1.00 3V 12019 3217

12 100 4923 2984

L3 1.00 ç69J.0 12843

14 100 6721 12603

15 00 131.19

14 100 13161 25316

17 00 13304 25394

18 00 -13485 26106

19 L00 2.4587 4B0.7

20 1.00 vL445B
21 LOU 4712 47953

22 1..O0 ç50750 99587

00 49266 96635

24 LOU .B9B5 95539

3_S 00 i00B28 196996

26 00 02526 200296

27 00 Li 02885 200530

28 00 ci 80707 353352

29 1.00 q189491 369617

30 100 486903 343556

31 100 C374297 727542

32 100tJ381225 737237

33 1.00 .8764j 744944

34 LOU 134

35 LOU i...B

34 100 144

37 Loo 127

38 1.00 126

39 00 08

40 00
00

42 1. cx 107

1.00 113

44 00
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TABLE-2

Expt DateTime
o/1tf4q oo tO1-

Tube Radioactivity for 300 ul cell Avg cpm dpm jiCi/ml ji
CiJml A0

suspension

on counting after 12

cpm incubation

Ocw33 Ooo31

Lfl4 00137 o.o

32 177q4 0027

33o3

4f57 0iOo OiO3-

Io_99 137133 O131-

L415 O377

10 3gtj974

or/q
I44o

95k_
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0117

0772-

33

io 81

I7b

31i

533

2o8$

35

1436

5b7r

1.05$

TABLE-3

Expt DateIime

Tube Coulter count for 100 ul cell Avg count CellsIml pCilcell

suspension

count x106

40001 Cellthnl

75o 79 742

71I 731/ 742 730 0003

7s c72_-. 2-4oOo oo5

74a 752..- 753 3o 333 oo8

f3 54c 001 77

7oq 72 735 7-I OO
57

72-I 730 2-2 333 O3

72 75 Ohi27

10

742. 74b 0f
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TABLE-4

Expt Date
of/q7

Tube.dilution Colony Colony Colony Avg Colony SF

./ fO 41 157 r5ô33

j2- 137 f5

3.2- O7
4.- io 15 11533 o772_

52 t02

-2_ $3 42 47 O317f

72 42 o2-3%5

t3 47 39 Oo25

4- 56 37
id ooj
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V79 COLONY FORN1IN ASSAY

Experiment Name 125J1JdR toxicity 50% label Exp

Experiment performed by Bishayee Date 09/23/99

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells from

two 150 cm2 flusk subcultured 12 24h before with PBS trypsinize cells each resuspend

in ml MEMB pool pass five times through 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 2000000 cells/nil in MEMB count cells/mi

Transfer ml of cell.suspension into 14 ml tubes Falcon plastic test tube 17x100 mm
Keep the tubes in the roller for 3-4 at 37C 5% CO2 DateTime

Prepare MEMB containing radioactivity in hood 4-vo

j.tl 125IUdR prepared on
067 24q ..ml MEMB

After 3-4 remove test tubes from shaker.Ind add MEMB with or without radioactivity

according to Table below DatiTithe oq /1 7- 15

Tube if 25IUdR Cells in MEMB MEMB
uCi/mi

MEMB
ml 1251UdR

ml

uCi/mi

1.0 1.0

1.0 1.0

0.01 1.0 0.997 0.003

0.05 1.0 0.987 0.013

0.1 1.0 0.975 0.025

0.2 1.0 0.950 0.05

0.5 1.0 0.875 0.125

1.0 0.75 0.25

1.0 0.5 0.5

10 1.0 1.0

Return test tubes to shaker for 12 DatelTime 9q/4iqq 730 ftrn

Next day while test tubes are in shaker label 40 4x10 gamma-tubes 13 100 mm VWR

glass test tube
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After 12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm

yrecooled centrifuge DatelTime 9j qi
10 Remove buckets from centrifuge and carefully remove 100

lii
of supnatant and place in

prelabeled gamma-tube

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supematant click tubes vortex resuspend in ml wash MEMA

14 Centrifuge tubes for 10 miii at 2000 rpm 4C

15 Decant supematant click tubes vortex resuspend in ml wash MEMA

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

17 Similarly wash the cells that were not labelled pooled cells from two tubes resuspend in nil

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 mm at 1000 rpm 4C

20 Transfer tubes at 10C for 72 DateTime

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

100 ul supematant removed earlier Step 12 and count them for radioactivity

DatelTime /4 12o

22 After 72 carefully remove the supematant 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

DateTime qq ai

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 miii at 2000 rpm 4C precooled centrifijgej

25 Labeling and preparation of dilution tubes and colony dishes

load 6660 mm petri dishes with 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 supennatant click tubes vortex resuspend in 10 ml wash MEMA

27 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

29 Centrifuge tubes for 10 mm at 2000 rpm 4C

30 Decant supematant click tubes vortex resuspend in ml wash MEMA pass five times
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through cc syringe with 21 gauge needle

31 Determine cell concentration by transfering 100
jil

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 nil from dilution tubes into dishes labeled X.2 X.3 X.4 in triplicate Only X2

should be seeded for control T-tubes

34 Transfer 300 .tl of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity
Date lTime ivo-o

37 After week wash colonies times with normal 1X saline and 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 valid data

point
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li-DO

POWERUP MODEL 9455 VERS i0 PRINTER UFDATE

13 100
14 100
15 100 711
16 100
17 100 224
18 16
19 00 LO7

20 100 4M 597 578 4t4

21 100 7F-15895 115637
22 100 11268 2266
23 100

11i612 2398c5
24 oo 1928 23744

25 00 5509 52008
26 00 6302 536953
27 100 544I 52391

28 100 ç38824 79426p
29 00 Co 140597 83844

30 1.00 99Gi 82687

31 100 630 64i4t%
32 1.00 667 633

1.00 1264 i845
34 00 i250 iB9O
35 100 1283 1887

36 1.00 2192 3917

39 1.00 5845 11440

40 00 198 1956

POI4ER--UP MODEL 9455 VERS. t..0 PRINTER UPDATE.
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TABLE-i

DatelTime oq/24 41 -tV

Tube Medium count for 10 ul Avg cprn dpm jiCi/mi jCi/m1 A0

cpm on counting on addition

A/e-i

33 181

541 77f 004

9-65 17r3 CYt

24.g4 3i5

S897 D3

fI54 i3L.7 O74

10 254

Expt
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O1f.7 fv 2--b

POWER-LIP MODEL 9455 VERB 10 PRINTER UPDATE

nm
IwI

1.00 4i
1.00 kj3
1.00 c13801Ti 2012

1.00 k1472 2180

00 603 1.01

00 56B6 10750

1.00 ç10873 20942

10 1.00 tli1S7 21.733

11 1.00 16306 32138

12 00 .6O48 31734

13 1.00 c4117Q 82986

14 1.00 1.181 83967

15 1.00 S79910 159894

16 1. 00 13025Z 161927

17 1.00 ç124O17.1.\2SOl
18 1.00 f2657257465
19 1.00 1ç173517 351410

20
fO 6774 1L. 339576
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DatelTime 9-7P

44O

2qfqq 110 Qr

6s

TABLE-2

Expt

Tube Radioactivity for 300 ul cell Avg cpm dpm Ci/mi A1 -tCi/m1 A0
suspension

on counting after 12

cpm incubation

17

f31 T7 o0o3

5S31 OO7 02

1000 5581 O023 O0L4

oo- oo35

44-_ S87CL. Ql0

00052- 1134S3 O17 0r77

17 752-i 24 975

10 o33 o37o
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TABLE-3

O77f0

O44
I.7o4

t.S

3-7 cs

747

kOb

f23

DatelTime

Tube Coulter count for 100 ul cell Avg count CellsIml pCi/cell

suspension
count

40001 CeIlsIml

eq1 $75 SZ$

S71 57

i3 35

S7 5à S2 S7 2L33

Sir 5/f 524

55 537
2j733j OS7

Sq 5i 2.353

O7

cs S43 2-t8OCo

10 SI 2-os733
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TABLE-4

Expt Date fO4f9s7

Tube.dilution Colony Colony Colony Avg Colony SF

ii lf

13s ls 41

3.2W- I4 Ifo I/f3

4. 109

y-.- q73 O52s

2- G73 ozu

20 3o3 O2o3i

i3 7b co4s

t4
30 24 O33 0COL

101
OO005

B001863
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V79 COLONY FORMING ASSAY

Experiment Name 25IUdR toxicity
with 10% DMSO w/o lindane 10% label

Experiment performed by Bishayee

Cells in

MEMB

ml

0.5 0.5

0.5 0.5

02 0.5 0.493 0.007

__1 _0.5
0.465 0.035

0.5 0.335 0.165

10 0.5 0.165 0.335

15 0.5 0.0 0.5_-
0.5 0.5

0.5 0.5

10 0.2 05 0.493 0.007

ii
0.5 0.465 0.035

0.5 0.335 0.165

14 115 0.5

Exp GJ/

Date 10/30/00

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells from two 150

cm2 flask subcultured 12 24h before with PBS trypsini.ze cells each resuspend in mlMEMB

pool pass five times through 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 400000/0.5 ml and 3600000 cells/tn in MEMB count cells/mi

Transfer ml of cell suspension into 14 ml tubes Falcon plastic
test tube l7xlOO mmlabeled 1-10 both

on cap and wall

Keep the tubes in the roller for 3-4 hat 37C 5% CO2 Date/Time
10/30/00

Tube 25IUdR ME.Jffl 100 uM 10%

125
lindane- DMSO

uCi/mi ml IUdR
10%DM in

Sb MEMA

uCi/mil MEMA ml

0.4
____

0.4
______

0.4
____

0.4
_____

0.4
______

0.4
_______

0.4
_____

0.4

14

0.4
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Prepare MEMB containing radioactivity in hood

-o i.iI
125IUdR prepared on

10/ 29fOc 2.-mi MEMB

After 3-4 remove test tubes from roller and add IvIEMB with or without radioactivity according to

Table below Date/Time
Jo/3o/o 7- ISP

Return test tubes to roller for 12 Date/Time 1O/31otc 73

Next day while test tubes are in roller label 40 4x1 gamma-tubes 13 100 mm VWR glass test tube

After incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm j1recooled

cent rifiq.e
Date/Time offo

10 Remove buckets from centrifuge and carefully remove 100 lii
of supernatant and place in prelabeled

gamma-tube

11 Decant supematant click tubes vortex resuspend in ml wash MEMA

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supernatant click tubes vortex resuspend in ml \vh MEMA

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

7.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 microcentriftige tubes Total

volume .-400 ul

19 Centrifuge tubes for mm at 1000 rpm 4C

20 Transfer tubes at 10C for 72 Date/Time 1o1Ifo ifr-o c1

21 Transfer 10 ul supematant 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
10/3//8-0

Iv- oo

22 After 72 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 7x1 00 mm labeled 1-10 both on cap

and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time I/o/Do
fo e-o

23 Again add 200 ul wash MEMA in microcentrifhge tubes resuspend and transfer the cell suspensions in

l2mltubes

24 Centrifuge the tubes for 10 mm at 2000 rpm 4C precooled centriIiijc

25 Labeling and preparation of dilution tubes and colony dishes
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load 66 60 mm petri
dishes with ml MEMA

toad40T-tubesWitl14.S mlMEMAandlabeltIIem 1.2 1.3 1.4 1.5 2.3 2.42.5

X.3 X.4 X.5 etc

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

27 Centrige tubes for 10 mm at 2000 rpm 4C

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

29 Centrifuge tubes for 10 mm at 2000 rpm 4C

30 Decant supematant click tubes vortex resuspend in ml wash MEMA pass five times through cc

syringe with 21 gauge needle

31 Determine cell concentration by transfering 100 il to Coulter cup

32 Vortex tube transfer 0.5 ml into dilusion tube vortex tube 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

arid vortex Keep tubes on ice

33 Transfer 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 .tl
of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes
for week

36 Count gamma tubes for radioactivity
Date/Time O7 oo Pp

37 After week wash colonies times with normal IX saline and 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 valid data point
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/2-00

fOpL
QW1

MODEL 9455 VERS 1.0 PRINTER UPDATE

00 358

on nn
1.00 to 126

00 52

00 76
00 94

1.00 2373 5761
1.00 2i15 5430

1.00 L1976 5186

10 1.00 i0726 25281
11 1.00 4..11i67 26055

12 1.00 i1604 26642

13 1.00 56765 132723

14 1.00 5375O 125418

15 1.00 6935 130522
16 1.00 112195 253882

17 1.00 133449 300770

18 1.00 .20397 268167

19 00 l76493 404147

20 1.00 B72Oi 421509

21 00 76O49 406679

22 io çO 172

$3 1.00 91120 113

24 00 87

25 00 107

26 00 14

27 00 106

29 1.00 2551 5706

29 1.00 otQ2282 5346

30 00 t385 5589

31 100 .1551 26308

32 1.00 U/12777 2943
33 00 1J2253 27961

34 1. 00 54012 120368

35 1.00 J57789 129670
36 1.00 -6c1o9 129226

37 1.00 128176 283160

39 1.o0122076 265123

39 00 uL32345 286410

40 00 200908
41 1.00 200996 439096

42 0o \192043 414907
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TABLE-i

Expt

Si

c%qo 7-3

Date/Time i0J31/Oo I2

1\

o73 O741-

S7o 7G53 347

13 12-7532.. f74O

ILl t-72_ 24fI7D

772- 7%7g

trg 12O
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FOWERUP MODEL 9455 VERS 10 PRINTER UPDATE -OO

1.00 131

4C2 Co 70

414 00

405 1.00 115

404 1. 00

407 1.00 10254 221o3

408 10718 23571

409 00 154 23908

410 1.00 29973 63807

411 00 30411 44162

412 1.00 722 62452

413 1.00 236484 49775B

.14 00 237180 499090

415 00 25 09 525850

41A 100 392271 818394

417 .429914 883844

41.8 1. 00 434845 891262

19 00 110675 s35754

00 439943 880424

421 00 44752 895571

122 100

.124 00 235

25 00 202

426 00 240

407 143

00 12114 25224

1. 00 1.2815 26967

1.00 13143 26908

41 11 35912 73496

11.2 00 34867 72084

413 100 36427 75766

FOWER-LJF MODEL 9455 VERB 1.0 PRINTER UPDA1E

.OWEP...UP MODEL 9455 VERB 1.0 PRiNTER UPDATE

POWERUP MODEL 743S VERB FR IN tER UPDATE
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POWER-UP MODEL 9455 VERB 1.0 PRINTER UPDATE

POWERUP MODEL 9455 VERB 1.0 PRINTER UPDATE

1.00 284404 587171
1.00 296718 606194

1.00 304803 622444
.95 489862 1006481
.93 497372 1009141
.91 492014 1003224

1.00 420268 832508
1.00 427980 857500

POWERUP MODEL 9455 VERB PRINTER UPDATE

POWERUP MODEL 9455 VERB PRINTER UPDATE

POWERUP MODEL 9455 VERB PRINTER UPDATE

POWERUP MODEL 9455 VERB 1.0 PRINTER UPDATE

POWERUP MODEL 9455 VERB 1.0 PRINTER UPDATE

1.00 410475 814908
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fABLE-2

Expt Date/Time

Tube Radioactivity for 300 ul cell Avg cpm dpm tCi/m1 At tCi/m1

suspension

091 on counting after 12

cpm incubation

10
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TABLE-3

Date/Time
Expt

B001874



TABLE-4

Expt Date

Tube.dilution Colony Colony Colony Avg Colony SF

152 132
15563

2-7..-- F72 1-i

3.2 137 12.7
f2_74 O81_

92 S-
gr 1/ 11 O0677

55 42 O-Q34

73 2-5 43 3j OO25

S2 II 171 j4
11- 131 I2

fo b7

533j 369o

/23_- 2- .22_ 2-
00077

134 HI
Ooo7o

14.lf og
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V79 COLONY FORMING ASSAY

MEMB MEMB 100 uM 10%

nil 251UdR lindane- DMSO
10%DM in

so MEMA
uCi/mlj N4EMA

ml
ml

0.5 0.5 0.4

0.5 0.5 0.4

02 0.5 0.493 0.007 04

0.5 0.465 0.035 0.4

0.5 0.335 0.165 0.4

10 0.5 0.165 0.335 0.4

15 0.5 0.0 0.5 0.4

0.5 0.5 0.4

0.5 0.5 0.4

10 0.2 0.5 0.493 0.007 0.4

11 0.5 0.465 0.035 0.4

12 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_J 0.4

Experiment Name 1251UdR toxicity with 10% DMSO w/o lindane 10% label

Experiment performed by Bishayee

Exp
Date 09/21/00

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells from two 150
cm2

flask subcultured 12 24h before with PBS trypsinize cells each resuspend in ml MEMB
pool pass five times through 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 40000O/O.5 ml and 3600000 cells/mI in MEMB count
cells/mi

Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 7x1 00 mm labeled 1-10 both

on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2 Date/Time
lfi-rfoo 47-00Tube 125ffldR Cells in

uCi/ml

ml
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Prepare MEMB containing radioactivity in hood

fro7
Iti

125JUdR prcpared on 24uHlEMB

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

Table below Date/Time 7oo

Return test tubes to roller for 12 Date/Time
c97 7- 15

Next day while test tubes are in roller label 40 4x10 gamma-tubes 13 100 mm VWR glass test tube

After 12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm precooled

centrifii.e Date/Time cf/t0 l.-o

10 Remove buckets from centrifuge and carefully remove 100 pJ of supernatant and place in prelabeled

gamma-tube

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supernatant click tubes vortex resu spend in ml wash MEMA

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

7.Decant supematant click tubes vortex transfer the cell suspension in polypropylene microcentriflige

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 microcentrifluge tubes Total

volume 400 ul

19 Centrifuge tubes for nun at 1000 rpm 4C

20 Transfer tubes at 10C for 72 Date/Time
%/2f

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

supematant removed earlier Step 12 and count them for radioactivity

Date/Time I7-
22 After 72 carefully remove the supernatant from the top resuspend pellet

in200 ul wash MIEMA and

transfer the content to ten 12 nil tubes Falcon plastic test tube 7x1 00 mm labeled 1-10 both on cap

and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time OOO 41M

23 Again add 200 ul wash MEMA in microcentrifuge tubes resuspendand transfer the cell suspensions in

l2mltubes

24 Centrifuge the tubes for 10 miii at 2000 rpm 4C precooIedcentrifiqe

25 Labeling and preparation of dilution tubes and colony dishes
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load 66 60 mmpetri dishes with ml MEMA
-load 40 T-tubeswith4.5 mlMEMAandlabetthem 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 Centriftige tubes for 10 mm at 2000 rpm 4C

28 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA

29 Centriffige tubes for 10 mm at 2000 rpm 4C

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

syringe with 21 gauge needle

31 Determine cell concentration by transfering 100 tl to Coulter cup

32 Vortex tube transfer 0.5 ml into dilusion tube vortex tube 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 ml from dilution tubes into dishes labeled X.2 X.3 X.4 in triplicate Only X.2 should be

seeded for control 1-tubes

34 Transfer 300 111 of cell suspension in triplicate to gammatube for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity Date/Time qf 4o

37 After week wash colonies times with normal saline anl 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 valid data point
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IO/A
3-oapi

POWER-UP MODEL 9455 VERB 10 PRINTER UPDTE

100 494
1. 00 21

10o 223

00 216
00

7.\
174

00 170
00 C2436 5810

1..uU 22o4 5423

100 5574

10 100 11332 26007
11 100 /Alh1899 26972

12 00 1750 26560

13 i00 54530 125925

14 10Q I6o2t15 135842

15 1q00 9936 132005

16 100 117946 257447

17 100
.-

124815 270495

18 100 .4i306 306009
19 00 ci 94247 426759

20 i..Q07i67155 412193

21 100 86578 412905

22 00 347
23 00 207

24 00 186

25 00 161

26 1.00 144

27 00 42

28 100 457 5654

29 00 k12396 5569

30 1.00
Or

5777

31 100 12200 27215

32 00 3344 20690

33 00 I_j 3692 3cx01

34 1.00 61934 131366

35 ioo 6304 122343

36 1O0 3168 128533

37 1.00 ç123697 265733

38 1. 00 1132478 205465

39 i00 3542 416065

40 10ZI3i137 266952

41 10d\205392 441263

42 oo \2o66 447.045

44 01

B001880



f14pfS
--

c2 /2i/o

oi/o

TABLE-I

Expt

I4cqô

Oqo5
TDate/Tme

Tube Medium count for 10 ul Avg cpm dpm tCiJm1 At iCiJm1 A0
O7r

cpm on counting on addition

e74cb
yL47

09.._ O1403

10
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00

to-Jo

POWER-UP flODEL 9455 VERS 1.0 PRINTER UPDATE

1.00 14 494

1.00 496

1.00 447

1.00 387

1.00 343

1.00 383

1.00 9665 20877

1.00 10606 22265

1.00 10470 22474

to 1.00 24313 51151

11 1.00 25714 54535

12 1.00 20898 45832

13 1.00 229727 480277

14 1.00 244381 501912

15 1.00 250016 523517

16 1.00 346281 718131

17 1.00 367651 744729

18 1.00 376693 788924

19 1.00 404429 851650

20 1.00 443747 887234

21 1.00 444682 922073

22 1.00 45 481

23 1.00 100 628

24 1.00 47 636

25 1.00 55 650

26 1.00 66 595

1.00 21 528

28 1.00 10315 20967

29 1.00 10186 18864

30 1.00 11714 23421

31 1.00 28523 57552

32 1.00 30139 60399

33 1.00 31293 63085

34 1.00 233268 472848

35 1.00 247271 498468

36 00 253294 505275

37 1.00 397601 801532

38 1.00 407798 808828

39 1.00 415065 834110

40 .98 503947 1000281

41 .93 502494 1001218

42 .92 502009 1008598

80MM2



TABLE-2

Expt Date/Time

Tube Radioactivity for 300 ul cell Avg cpm dpm tCi/m1 At pCi/mi A0
suspension

09 on counting after 12

cpm incubation

10
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TABLE-3

Expt
Date/Time

Tube COulter count for 100 ul cell Avg count Cellsfml pCi/cell kBq/Cluster

suspension
count uCiIml x106

4000 Cells/mi

10

B001884



TABLE-4

Expt Date a/c 2v
Tube.dilution Colony Colony Colony Avg Colony SF

.I 137 57

21 ill Io

1%- jj7

4- qv 72

40
4-7

OJ2-

73 27 II oO2-c

17-j 132

I4j 5I

-7g 63 O55f

2_ 55 G2 23

f25 38 if 0277

72
o--/

34- -o o3t ooZS

BOOl 885



lo
t

/0
5

3
fl
f
Éà



V79 COLONY FORMING ASSAY

Experiment Name 25IUdR toxicity w/o lindane 10% label

Experiment performed by Bishayee

Eip

Date 08/07/00

Set the rocker-roller at 37C incubator with 5% CO2 set the Coulter Counter wash cells from two 150

cm2 flask subcultured 12 24h before with PBS trypsinize cells each resuspend in ml MEMB

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

in Coulter cup containing 20 nil isotone Coulter balanced electrolyte solution

Dilute to 400000I0.5 ml and 3600000 cells/mI in MEMB count cells/mi

Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 7x1 00 mmlabeled 1-10 both

on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2 DatelTinie o/o7oo 3- opi

Tube 125IUdR Cells in MEIvIB MEMB 100 uM MEMA

uCi/mi
MEMB

ml 25IUdR
lindane in

ml
ml

uCiImlJ
ml

0.5 0.5 0.4

0.5 0.5 0.4

0.2 0.5 0.493 0.007 0.4

0.5 0.465 0.035 0.4

0.5 0.335 0.165 0.4

10 0.5 0.165 0.335 0.4

15 0.5 0.0 0.5 0.4

0.5 0.5 0.4

0.5 0.5 0.4

10 0.2 0.5 0.493 0.007 0.4

11 0.5 0.465 0.035 0.4

12 0.5 0.335 0.165 0.4

13

14

10

15

0.5 0.165

0.5

0.335

0.0 0.5

0.4

0.4
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Prepare MEMB containing radioactivity in hood

i1
125IUdR prepared on i/a CV .2-iiii MEMB

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

Table below
Date/Time 7-15 filt_

Return test tubes to roller for 12 Date/Tune ogo7fo

Next day while test tubes are in roller label 40 4x10 gamma-tubes 13 100 mm\TWR glass test tube

After -12 incubation period remove tubes and centrifi.ige at 2000 rpm at 4C for 10 mm prcooled

cenfrifuie
Date/Time ofo6/oO

y3O

10 Remove buckets from centrifuge and carefully remove 100 of supematant and place in prelabeled

gamma-tube

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supernatant click tubes vortex resuspend in ml wash MEMA

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

16 Centrifuge tubes for 10 mm at 2000rpm 4C

7.Decant supernatant click tubes vortex transfer the cell suspension in polypropylene microcentrifi.ige

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 mm at 1000 rpm 4C

20 Transfer tubes at 10C for 72 Date/Time OfOfD 1o Ioo-.--

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
23o pt

22 After 72 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 7x100 mm labeled 1-10 both on cap

and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Tune 09/11/DO frY

23 Again add 200 ul wash MEMA in microcentriflige tubes resuspend and transfer the cell suspensions in

12 initubes

24 Centrifuge the tubes for 10 mm at 2000 rpm 4C pcoo1ed centrifug

25 Labeling and preparation of dilution tubes and colony dishes

load 66 60 mmpetri dishes with 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

B001888



X.3 X.4 X.5 etc

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

27 Centnfuge tubes for 10 mm at 2000 rpm 4C

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

29 Centrifuge tubes for 10 mm at 2000 rpm 4C

30 Decant supematant click tubes vortex resuspend in ml wash MEMA pass five times through cc

syringe with 21 gauge needle

31 Determine cell concentration by transfering 100
.tl

to Coulter cup

32 Vortex tube transfer 0.5 ml into dilusion tube vortex tube 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 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 il of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity Date/Time fio
37 After week wash colonies times with normal IX saline and 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 valid data point
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/21

i-30

PDWER-UP MODEL 9455 VERS 1.0 PRINTER LIPDATE

00 207
1.00

00 325
1.00 275
.00 2- 224

1.00 157

i.o 3082 6631
1.00 1j 43145 6441
1.00 424 5189

10 1.00 13644 27096
1.00 3408 26660

12 1.00 1t3405 26655

13 1.00 70163 138431

14 1.00 çj 7o392 139208
is 1.00 6B699 135o44
16 1.00 157903 309856
17 1.00 1153675 304029

18 00 449480 295883

19 1.00 243081 478371
20 1-H44716 481707
21 1.00 38977 464468
22 00 398
23 1.00 jD 341
24 tO 243
25 00 ço 248

24 1.00 q1 10 176

27 00 139

28 1.00 3562 8071

29 00 1o-j 428 10 5871
30 1.00 2661 5617

1.00 1..241 28110
32 1.00 Ij13123 20091
33 1.00 12840 27142
34 1.00 p3527 175218

35 1.00 U47983 1.63342

36 1.00 4741 141437
37 1.00 177278 367601
38 1.00 1/173727 361036
39 00 U66307 347003

40 1.00 e259501 541846

41 1.00 \259804 544472
42 1.00 .242517 510034
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ôyo7o 7o1

Date/Time o/ogfao 2.-3o prn

TABLE-i

Ept

Tube Medium count for 10 ul Avg cpm dpm 1.CiIm1 A1 p.CiIml A0

cpm on counting on addition

e0.5O6

y1.47

3g7 ot72

1385 18130 O17

l75I c3777 42

24z258 32S7o3 147
81

rg 3oit fo-3

.____ 13070 f77 p7 7q_

71417
0477 4-9v

f7243/

2-534 iS37
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oAl CJy

o9fogfot c13o

72-h -r S1

.-

POWERUP MODEL 9455 VERS 1.0 PRINTER UPDATE

00 143

00 54

1.00 2-ti i0 79

00 125

00 80 16 6374

00 j8204 16570

1.00 -8228 16905

to i.oo 10403 36298

ii 4/18076 35907

12 1.00 46786 33098

13 00 d73646 396214

14 1.00 j178230 394328

15 1.00 i185213 414880

16 1.00 24o166 534962

17 1.00 v314i96 690254

18 1.00 343459 742309

19 1.00 ç300036 643497

20 00 727571 693193

21 1.00 ..42613 718565

22 00 çO 375

23 00 k0 21.5

24 1.00 169

25 00 221

26 100 Gc0 283

27 1.00 164

28 1.00 tosos 19290

29 1.00 0J9B40 18066

30 1.00 0i50 18399

31 1.00 çl9657 35792

32 100 v%i9174 34679

33 i.oo 17749 31966

34 1.00 .2i373 253670

35 1.00 124277 260384

36 100 1.24648 259875

37 oo 266785 556620

38 0O LI259584 539378

39 100 Q64935 540454

40 1.00 ç2002 651784

41 oo 33o84 667552

42 100 98882 6c1461
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TABLE-2

Expt Date/Time 4-ao

Tube Radioactivity for 300 ul cell Avg cpm dpm pCi/mi Ar pCi/mi

suspension

on counting after 12

cpm incubation

oq OOI4 0017t

17755 2_3 870 o3g 0O37

17t7o32_ 2.4O1ej O3 03753

2iiz3 402357 4i O74
32..34Q 3i.3 O28 O78I

10 IOI 13 O0L05 00L

It

12

I66 L53S 0038/ oaO3cs

11343L_ 15q4f O2 o2s7

9..637$ 35442 0552f

3I5J5S 4f2..3j O.37
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TABLE-3

Expt Date/Time aSii/Oo

Tube Coulter count for 100 ul cell Avg count Cells/mi pCi/cell kBq/Cluste

suspension
count x106

4000 Cells/mi

57 555 SØ2

Sn O1 S31

577 552_ 2-94Ooo dOQ73 II

sn S3 525 OOI76

SI/ S7Z502 571 OIo4.j 242J

GOI 512 S81 237ooo 0244-a

S4c1 S2- 51-7
oi3oo/5 4-s81

32-__5177__S1

I7 5i 526

581 S7- S4- i33

S4-1
gsa S55 2z2i333 00177

46 43 I3 Sc- 2-oo1333 oiz 11I3

13 S33 $i 547 57 01524

14 si 31 5S5 223100 OZ973 44O
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TABLE-4

Expt 2_ Date

Tube.dilution Colony Colony Colony Avg Colony SF

----___ 1-
2-.L--

f3e Il/-f

-2- u5 tO.5 tOS 07075

42- T5 75 O57
s._ 13 15 C87O

.3 43 5_ 1- 43

73 30 2-f O-O4j

12-3 137 14/

iii 1L4

1O os52_

63 73 72
O57s1

62 ocr5

57 oco4t

2-4 30 0-0
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V79 COLONY FORMING ASSAY

Experiment Name 125IUdR toxicity w/o lindane 10% label

Experiment performed by Bishayee

Exp.1
Date 08/03/00

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells from two 150

cm2 flask subcultured 12 24h before with PBS trypsinize cells each resuspend in ml MEMB

pooi pass five times through 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 40000O/0 ml and 3600000 cells/mI in MEMB count cells/mi

Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 7x1 00 mmlabeled 1-10 both

on cap and wall

Keep the tubes in the roller for 3-4 hat 37C 5% CO2 Date/Time

Tube 25IUdR Cells in MEMB MEMB 100 uM MEMA
MEMB

uCiIml ml 25fp lindane in
ml

ml
MEMA

ml
uCi/mi

0.5 0.5 0.4

0.5 0.5 0.4

0.2 0.5 0.493 0.007 0.4

0.5 0.465 0.035 0.4

0.5 0.335 0.165 0.4

10 0.5 0.165 0.335 0.4

15 0.5 0./ 0.5 0.4

0.5 o9k1 0.4

0.5 0.5 0.4

10 0.2 0.5 0.493 0.007 0.4

111 0.5 0.465 0035 0.4

12 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
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Prepare MEMB containing radioactivity in hood

5i i.tl
125IUdR prepared on 2zrnl MEMB

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

Table below Date/Time ofofoo 7-o

Return test tubes to roller for 12 Date/Time ofq3io 7-1

Next day while test tubes are in roller label 40 4x10 gamma-tubes 13 100 mm VWR glass test tube

After --.12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm cooIed

centrifuge
Date/Time ol

10 Remove buckets from centrifuge and carefully remove 100 tl of supernatant and place in prelabeled

gamma-tube

11 Decant supematant click tubes vortex resuspend in ml wash MEMA

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supernatant click tubes vortex resuspend in ml wash MEMA

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

7.Decant supernatant click tubes vortex transfer the cell suspension in polypropylene microcentriflige

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 resu spend and

transfer the cell suspensions in the same polypropylene microcentrifhge tubes Total volume .400 ul

19 Centrifuge tubes for mm at 1000 rpm 4C

20 Transfer tubes at 10C for 72 Date/Time ogfoq-fo Ij..c

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 O6fqoo i2oa

22 After 72 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 i/ o7/ 0-

23 Again add 200 ul wash MEMA in microcentrifüge tubes resuspend and transfer the cell suspensions in

12 ml tubes

24 Centrifuge the tubes for 10 mm at 2000 rpm 4C yrecooled centrifuge

25 Labeling and preparation of dilution tubes and colony dishes

load 66 60 mm petri dishes with 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
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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 mm at 2000 rpm 4C

28 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA

29 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

syringe with 21 gauge needle

31 Determine cell concentration by transfering 100
.tI

to Coulter cup

32 Vortex tube transfer 0.5 ml into dilusion tube vortex tube 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 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 il of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity
Date/Time OP/o7Oo

37 Afler week wash colonies times with normal 1X saline and 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 valid data point
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lOfr

To Ibi

32 1.00 132

33 1.00 tO

34 00 62

35 1.00 195

36 00 227
37 100 2575 5539
38 1.00 j495 5307

39 1.00 43O 4961
40 1.00 12443 24000
41 1.00 kM111231 22658
42 1.00 19837 19628
43 .1Q 556_ L7725
44 1.00 J52835 103892
45 1.00 6175 110551
46 1.00 137491 269419
47 1.00 146984 2862O1
49 1.00 141633 273337
49 00 234066 453480
50 1.00.239537 470221
51 1.00 I228160 448581
52 1.00 315

53 1.00 395

54 1.00 316

55 .00 265
56 00 327
57 00 297

58 1.00 2250 4660

59 1.00 Dc12Q45 4530

60 00 3902
61 1.00 ç11799 23435
62 1.00 J12046 23559
63 1.00 1096 21040
64 1.00 65319 127994
65 1.00 ij63241 124353
66 1.00 6033O 117698

67 1.00 çl24OSl 241252
68 1.00 J141227 272241

69 1.00 437215 264998
70 100 t234853 445447
71 100 \450643 479387
72 1.00 3Q555 434736
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TABLE-i

Expt Date/Time Ofrfc I2 jL

Tube Medium count for 10 ul Avg cpm dpm pCiIml Ar tCiIm1 A0

cpm 743 on counting on addition

e0 506

yl.47

0151

1Ł170 fSoj7 O7J 32-

7348j 3I 331-

423 1Oi57 80 8e7

2.Y312 i44 I4I

10 2-032_ 27 Ot2.3

i47 58 C7oS3 071

3ifO 38f

i2

C23 3Ld17 44S
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1000 35
00 20 89

L00 73

34 10 78
35 00 39
36 1.00 69

37 bOo 13260 24426
38 1000 14425 26726
39 1000 14233 26037
40 1.00 2B604 52896
41 1000 /2G425 52t66.
42 1000 129739 54435
43 100 121351 220831
44 hOO 120143 218837
45 1000 123168 222533.
46 1000 262286 471394
47 1000 ç26B053 477499

48 1000 278996 499906

49 1c0 c432031 768222
50 b..00 7V1436431 772019
51 1000 452908 794986
52 1.00 178

53 1000 164

54 1000 97

55 1000 ço 93

56 10 00 126

57 1..0O 77
58 hOC c17436 31284
59 1000 aB249 32754
60 L00 31370

61 1000 ço775 55044.

62 L00 tc9915 53608

63 1O0 866O 51343..

64 1000 ç126508 224664

65 1O0 wJ130463 231800.

66 1000 4.23421 220004

67 hOO 229531 404979.
68 1000 J249B6 398429

69 1000 20327 384712
70 182 749612

71 1000 \434562 757660

72 100 43703 764317

ei4

3oo /1V

72h
775k

-z
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TABLE-2

Eipt
Date/Time Oo7oo

Tube Radioactivity for 300 ul cell Avg cpm clpm tCi/ml At iCi/ml A0

suspension
on counting after 12

cpm
incubation

I794 .00282 OC293

2J1i 3c5885 os8- 0OI

2Ig L34- O14S3 O2S7

fi7 327O2 OS4 OS53

4123 Sdl307 O81O4- OT2A-3

7752 2387 00358 37f

2.t73 4oo42- OOOt Oo2k

It

12Mfj 7o47 OS51 oL5
l414 o24s3 o4S4t 04711

4317 5371 o865 o1so
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TABLE-3

Expt Date/Time eo7oo

Tube Coulter count for 100 ul cell Avg count Cells/mi pCi/cell kBqlCluster

suspension
count xiQ

4000 Cells/nil

7- 4I

03 D35/ 22

7T 2705333 oOio3 IO

S2/ G32 G1 34 2537333 315

017/ G31 f2 o30 l52I333

77 c70 2.7/oo O2O3 308o

b21 24g333 o372- SSi3

42- 55
10 GI ca57

55 ôoi- 2d0

7i 75 o1333 ooz3

12 5t/ 42- 259j5o oQ2b stll

q/ o1

71 45i fb
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TABLE-4

Expt cI Date

Tube.dilution Colony Colony Colony Avg Colony SF

2_ 154 12-
17 I2

2l- tIO

2- tos 1s d1S 07435

42 70 73

S2- 19 2..o 2-o3 0j51

78 T7

55 I5ç oO2.I

3S f34
cvl_ 17 137

IO2-- 73 OcSc24

U2-- 71

2.y- 107 87 007O

17 24 37
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V79 COLONY FORMING ASSAY

Experiment Name 125IUdR toxicity 10% label Exp

Experiment performed by Bishayee
Date 06/19/00

Set the rocker-roller at 37C incubator with 5% CO2 set the Coulter Counter wash cells from two 150

cm2 flask subcultured 12 24h before with PBS trypsinize cells each resuspend in mlMEMB

pool pass five times through 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 -400000/0 ml and 3600000 cells/mI in MEMB count cells/rnl

Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 7x1 00 mmlabeled 1-10 both

on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% C02 Date/Time .%ffqOO

Prepare MEMB containing radioactivity in hood

24 tI 125IUdR prepared on ofi-OO

After 3-4 remove test tubes from shaker and add MEMB with or without radioactivity according to

Table below Date/Time oifoo

Tube 25IUdR Cells in MEMB MEMB

uCi/mi ml 125I1JdR

ml
uCiIml

ml

0.5 0.5

0.5 0.5

01 05 0.497 0.003

0.5 0.__ 0.488 0012

0.5 0.475 0.025

0.5 0.45 0.05

0.5 0.375 0.125

10 0.5 0.25 0.25

15 0.5 0.125 0.375

10 20 0.5 0.5
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Return test tubes to for 12 Date/Time iqoo 73O

Next day while tubes are in shaker label 40 4x1 gamma-tubes 13 100 mmVWR glass
test

tube

After -12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm çooIed

centrifiwe Date/Time f.ooo qo a.i

10 Remove buckets from centrifuge and carefully remove 100
jil

of supernatant and place in prelabeled

gamma-tube

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supernatant click tubes vortex resuspend in ml wash MEMA

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

7.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 microcentriflige tubes Total volume -400 ul

19 Centrifuge tubes for mm at 1000 rpm 4C

20 Transfer tubes at 10C for 72 Date/Time OG-o 00i Q.A4

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

22 After 72 carefully remove the supematant from the top resuspend pellet in 200 ul wash IvIEMA and

transfer the content to ten 12 ml tubes Falcon plastic test tube 7x100 mm labeled 1-10 both on cap

and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time

23 Again add 200 ul wash MEMA in microcentriflige tubes resuspend and transfer the cell suspensions in

12 ml tubes

24 Centrifuge the tubes for 10 mm at 2000 rpm 4C pcooIedcentrifu

25 Labeling and preparation of dilution tubes and colony dishes

load 66 60 mmpetri dishes with 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 2.42.5 X.2

X.3 X.4 X.5 etc

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

27 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

B001910



29 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

syringe with 21 gauge needle

31 Determine cell concentration by transfering 100 t1 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 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 week

36 Count gamma tubes for radioactivity Date/Time O/ 2/OO

37 After week wash colonies times with normal IX saline
anl 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 valid data point
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1.00 157

1.00 k.-

00
1.00

00
00
00 4009 7842

1.00 c-4221 7952

1.00 -4287 8344.

10 1.00 7l46 13552

11 1.00 fC7163 13505

12 1.00 7115 13441

13 1.00 lB565 34383

14 1.00 cc-219230 35864

15 1.00 9060 574fl

16 100 ç24083 44856

17 1.00 25980 48335
18 1.00 26745 49102

19 1.00 42830 79762
20 1oo 7L- .2261 78593

21 1.00 43109 79469

22 1.00 162664 301289

23 1.00 t58849 290135.
24 1.00 1459859 294689

25 1.00 ç200414 366625.
26 1.ooqv222199

407442

27 1.00 223713 407455
28 1.00 283161 518412

29 1.00 /292563 532792.4

30 1.00 96

Sp4
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TABLE-2

Expt Date/Time oq23/Oo 3-3d

Tube Radioactivity for 300 ul cell Avg cpm dpm pCi/mi At pCi/mi A0

suspension
on counting after 12

cpm incubation

417L. 501 OO ooo 87

41 OO 14 0041

l15i 257 oO382 Oo317

o2 -12- oosi OOS36

I2733 75 OOL- OOIS

S72 33 O33

2-1- 27Q of3j- 4-5i

10 7i OS1ft OD3s

-e

44
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Tube Coulter count for 100 ul cell Avg count Cells/mi pCi/cell kBq/Cluster

suspension
count x106

4000 Cells/mi

c8/ S71

57 .çCJ3 57

575 2-3oooc 0003/ O559

53 5H 5O S2o Ot707

55/ 57 73 2l1L000 OOl73

572 575 002..32_

o3L 2_O OO3 33

5q 52_ 5f2. 2....1.OOO 22d1Lt

575 5i vooo oitg S7

10 /5 55t7
2-.i-o oO 01606
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TABLE-4

Expt Date o/o/oo

Tube.dilution Colony Colony Colony Avg Colony SF

I__ Ito 17

2.- 15 2-1

3. 110 100

82. 37 Q7 3B4-

77 47

Sf oS201

72- ft 33 4i3 0.3707

3.3 71 0.0

29 0240

17
26 ii ooI4-
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V79 COLONY FORMING ASSAY

Experiment Name 251iJdR toxicity 10% label Exp

Experiment performed by Bishayee Date l0I7/99

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells from

two 150 cm2 flusk subcultured 12 24h before with PBS irypsinize cells each resuspend

in ml MEMB pool pass five times through 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 -400000/0.5 nil and 3600000 cells/mI in MEMB count

cells/mi

Transfer ml of cell suspension into 14 ml tubes Falcon plastic test tube 17x 100 mm labeled

1-10 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2 DatelTime
10/fl fec

Prepare MEMB containing mdioactivity in hood
/c..00

1f t1 125JIJdR prepared on e/4/qff
ml MEMB

After 3-4 remove test tubes from shaker a4 adl MEMB with or without radioactivity

according to Table below jl1 LateTime 1a/u 7-cc

Tube /1 25IUdR Cells in MEMB MEMB
uCi/mi ml 25IUdR

ml

uCi/mi

ml

0.5 kOO
0.5 1MOS

0.05 05 0.497 0.003

0.1 0.5 0.495 0.005

0.5 0.5 0.475 0.025

0.5 0.45 0.05

0.5 0.4 0.1

0.5 0.25 0.25

7.5 0.5 0.125 0.375

10 10 0.5 0.5
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Return test tubes DatelTime fii/4I

Next day while test tubes are in shaker label 40 4x10 gamma-tubes 13 100 mm VWR

glass test tube

After 12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifuge DateTime
O/I2p1 .-n 4.S

10 Remove buckets from centrifuge and carefully remove 100
.il

of supernatant and place in

prelabeled gamma-tube

11 Decant supernatant click tubes vortex resuspend in ml wash MEMA
12 Centrifuge tubes for 10 rain at 2000 rpm 4C

13 Decant supematant click tubes vortex resu spend in ml wash MEMA
14 Centrifuge tubes for 10 miii at 2000 rpm 4C
15 Decant supematant click tubes vortex resuspend in ml wash MEMA with unlabeled cells

16 Centrifuge tubes for 10 miii at 2000 rpm 4C

17.Decant supernatant click tubes vortex transfer the cell suspension in polypropylene

microcentrifuge tubes with attached caps Helena Plastics 400 UI 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 mm at 1000 rpm 4C

20 Transfer tubes at 10C for 72 DatelTime
o/jjqij II -3

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

100 ul supematant removed earlier Step 12 and count them for radioactivity

DateTime
IofJ2-jq.i

/2v-s

22 After 72 carefully remove the supematant 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 nil wash MEMA by using pasteur pipet

DateTime ofiso 13o a.

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 mm at 2000 rpm 4C orecooled centrifuge

25 Labeling and preparation of dilution tubes and colony dishes

load 6660 mm peiri dishes with 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 mitt at 2000 rpm 4C

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

29 Centrifuge tubes for 10 mm at 2000 rpm 4C
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30 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

31 Determine cell concentration by transfering 100 p1 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 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 tl of cell suspension in triplicate to gamma tubes for each tube

35 Incubate petridishes for week

36 Count gamma tubes for radioactivity DatelTime Io 15/17 I2.-o oi
37 After week wash colonies times with normal IX saline and 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 valid data

point
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TABLE-i
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