
V79 COLONY FORMING ASSAY

Experiment Name 125IUdR MBA Exp Investigator Bishayee

Date O4I2/98

Set the rocker-roller at 37C incubator set the Coulter Counter wash cells from 75 cm2 flusk

subeultured 12 24h before with PBS trypsinize cells resuspend in ml MIEMB 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 cells/mi in MEMB final volume 11 ml count 422 133 cells/mi

Transfer ml of cell suspension into ten 12 ml tubes Falcon plastic test tube 17x100 mm
labeled 1-10 both on cap and wall

Roll the tubes for 3-4 hat 37C 5% CO DatelTime 04/27/q8 3- 45

Prepare MEMB containing radioactivity in hood

3.L Id 1251JdR prepared on o/a9/ ml MEMB
After 3-4 remove test tubes fmm roller and add MEMB with or without radioactivity

according to Table below DateTime 04/27qg 7_ Is p.t

Tube 25IIJdR Cells in MEMB MEMB MBMA MEMA

uCi/ml ml 125IUdR

ml ml 100

ug/mi

uCi/mi 1LLVI

1.0 1.0 2.0

1.0 1.0 2.0

0.01 1.0 0.98 0.02 2.0

0.02 1.0 0.96 0.04 2.0

0.03 1.0 0.94 0.06 2.0

1.0 1.0 2.0

1.0 1.0 2.0

0.01 1.0 0.98 0.02 2.0

0.02 1.0 0.96 0.04 2.0

10 0.03 1.0 094 20

Return test tubes to roller for 12 increase the elevation angle of the roller

DatelTime o41IL7fq3 73o Pd
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While test tubes are roiling 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

grecooled centrifure DatelTime f/f/4S

10 During centrifugation move roller to 10C and obtain ico0.m IL

11 Prepare llmlofsterileMEAlOOug/mlinMEMAput on ice

12 Remove buckets from centrifuge and carefully remove 100 lii of supematant and place in

prelabeled gamma-tube

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

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

15 Decant supernatant click tubes vortex resuspend in 10 nil wash MEMA

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

18 Centrifuge tubes for 10 mm at 2000 rpm 4C

19 Decant supernatant click tubes vortex resuspend in ml ice cold MEMA containing or 100

ug/mi of MEA as per Table Keep on ice

20 Transfer tubes to roller at 10C for 72 DatelTime 4/2 /1 00 ei.m

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

DatelTime Olf /2 g/ q8
21 After 72 remove tubes and place on ice add ml ice cold wash MEMA

DatelTinie 5/o/f 7_ jt

22 Centrifuge tubes for 10 mm at 2000 rpm 4C precooled centrifaje

23 Labeling and preparation of dilution tubes and colony dishes

load 5760 mmpetri dishes with ml MEMA
load 30 T-tubes with 4.5 ml MEMA and label them 1.2 1.3 1.4 2.2 2.3 2.4 X.2

X.3 X.4 etc

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

25 Centrifuge tubes for 10 miii at 2000 rpm 4C

26 Decant supematant 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 ml wash MEMA pass five times

through cc syringe with 21 gauge needle

29 Determine cell concentration by transfering 100 p1 to Coulter cup

30 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

31 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
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32 Transfer 300 t1 of cell suspension in triplicate to gamma tubes for each tube

33 Incubate petridishes for week

34 Count gamma tubes for radioactivity DateTime
QS/oq/8 12.oo ito Qfl

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

Stain colonies with crystal violet

36 Count colonies 50 or more cells There must be between 25 and 250 colonies for the dish to

be valid data point
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S142 t3mM MA

Ep.f

1200

0/Al

gg I75

ioo 28 249
L00 IM 17 252

00 239
00 25 247
00 19 232

.1 00 25 247
100 172 4i

10 L00 L95 412
11 100 L.97 384

12 100 342 571

100 4M17 512
14 1.00 L314

15 1.00 51 670
16 100 SM4p7 727
17 00 455 656
1$ 00 22 201

19 1.00 17 219
100 26 22.1

21 00 17 226
22 i0c 7M24 228
23 100 21 255
24 L00 ç190 435
25 182

26 100 189 392
27 100 335
28 100 3o9 511

29 1.00 348 578
30 00 479 687

31 1.00 1OM 511 739

32 00 502 706
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TABLE-i

Expt ft Date/Time f2.fq /2.a

Tube Medium count for iOiii Avg cpm dpm .iCi/nil AJ iCi/m1 A0
010

cpm on counting on addition

155 178 60 171 1423 Olo9 OOiIC

32.s 3oo 297 3o73 4-35 OI9 oOl97

434 470 436 4k7.3 339 00.2.8S ooi87

509
07k
173 ig i7 70 240.9 00108 00109

318 2_fl 33j 3I3 444.5 00Z00 0O2.OJ

10 42 494 4e5 8o7 b03o 003o9

ot2q3c IGS

a4o
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tame j-l34 p14

E1qn

05/o1i

Ti

PONERUF MODEL. 9455 VERS FR I.TIE 1JFDiVrE

30o/-t1 eej

FOWERUF MODEL 9455 VERS FR NTER uFDirE

00 248

1.00 2- 22 263

00 95

1.00 238
00 24J 230

00 25 223

1.00 20ic 228

00 30J 221

oc 55 8- 774

10 1.00 sis 3c 74
11 1.00 538i 753

17 1.00 9101 1115

13 100 875C 1088

14 00 594 1129

15 100 16351 1857

16 1.00 i62OSC 1854

17 oo 1520 1746

18 100 21 238

19 100 25J
20 00 25 228

21 1.00 181 251

22 100 185 210

23 00 27 222
569 754

25 1C s9sfc 796

26 1.00 642 853

27 00 8711 1089

28 00 904 1.098

29 1.00 880 1114

30 100 14231 1.614

31 1.00 1480r10C 1695

1.00 1564 1779
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TABLE-2

Expt 2.- DatelTime o5/f/8 f-OOiZOi

Tube
Radioactivity for 300 ul cell Avg cpm dpm j.iCi/ml At .i

CiJmlA0
suspension

on counting after 12

cpm incubation

532 4I SIi 7O 0001o OOIi

6i 552 88 83 1930f5 oOOI- 00ô1q8

1409 602 91 15683 22L27 000333 OO358

51-3 /6 5Th 332 0001Z9_ e00131

645 676 554f- 12-17t-o 000182_- oooq
10

I397 11-54- /533 t43 73I c0o31 O00331-

44o

Oi3t7
7/i
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TABLE-3

Expt DatelTune
os7oif

if IS n.m

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

suspension

count xiQ

40041 Cells/mi

SS9 S29 512 33 2J73333

54 5C0 $85

o83 2433333 OOO47

518 1.1 471 OOO3I

as 67 .5 2742C

730 72.I 47 7333 _c13333.3

5f

72 C87 75 2.7eooo 00045

4..al S7 2I700 OO9OO7

10

458 4Ll47S 4Si3 1805333 0b8Soo/
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TABLE-4

ExpL

Colony Counts and Survival Fraction

Date sO8q

Tube.dilution Colony Colony Colony Avg Colony SF

l__

32.- 33 37 33 0b005

02 7/

5.3 4-6 4q oo82.O

75 78

72

2-3 3471-

36 3z Oo507

o-t ooo
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