
V79 COLONY FORMING ASSAY

Jc

Experiment Name 3IUdR 10% DMSO Exp Investigator Bishayee

Date 08/17198

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

subcultured 12 24h before with PBS trypsinize cells resuspend in ml MIEMB pass five

21 gauge needle perform cell count by transfering 100 ul in

t.SISL tttfl ttLII t.ts.cnltezI Lt Ii jflXL...fl Lt_ .fl..SLkA tsaenLj..iL E.t.4 tflW tk

Dilute to -400000 cells/mi in MEMB final volume 11 ml count 406q33 cells/mi

Transfer ml of cell suspe sk uit tth aoi sijc Fx IUU

labeled 1-10 both on cap and wall

Roll the tubes for 3-4 at 37C 5% CO DatelTimc og/17q5 i- 3c

Prepare MEMB containing radioactivity in hood

2241i L3lffldRpreparedons/r3
m1MEMB

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

according to Table below DatelTime OI7/ 6/5

Tube 31IU CeILc MEMfl 4Q04 j4$4

uCi/mi
MEMB

ml 31IUdR
DMSOin

ml

uCi/mi

ml

1.0 1.0 2.0

1.0 1.0 2.0

0.2 1.0 0.67 0.33 2.0

0.4 1.0 0.33 0.67 2.0

0.6 1.0 1.0 2.0

1.0 1.0 2.0

1.0 1.0 2.0

0.2 1.0 0.67 0.33 2.0

0.4 1.0 0.33 0.67 2.0

10 0.6 1.0 1.0 2.0

elevation anale or the roller

DatelTime o/7/4ö 85
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While test tubes are rolling 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 centrifuze Datef Time 874

10 During centrifugation move roller to 10C and obtain ice

11 Prepare11mlof10%DMSOinMEMAPt üuic

12 Remove buckets from centrifuge and carefully remove 100 of supernatant 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 2000rpm 4C

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

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

18 Centrifuge tubes for 10 mm at 2000 rpm 4C

19 Decant supematant click tubes vortex resuspend in ml ice cold MEMA comainirg Gor

DMSOas per Table Keep on ice

20 Transfer tubes to roller at 10C for 72 DtetTime 11-3

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 radicractiviLy

DatelTime 0/ifq t24S

21 After 72 remove tubes and place on ice add ml ice cold wash MEMA
DatelTime og/ijq I.2- eye JtO

22 Centrifuge tubes for 10 mm at 2000rpm 4C pecoo1ed centrifuRei

23 Labeling and preparation of dilution tubes and colony dishes

load 5760 mmpetri dishes with ml MEMA
-load 30T-tubes with 4.5 riLMFMA arid iabe LL L4

X.3 X.4 etc

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

25 Centrifuge tubes for 10 mm 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 supernatant click tubes vortex resuspend in ml wash MEMA pass nyc ilms

through cc syringe with 21 gauge needle

29 Determine cell concentration by transfermg 100
iil 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

dihe bbeied X.2 X.3 X.4 in triplicate Only X.2

should be seeded for control -te
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32 Transfer 300 jil of cell suspension in triplicate to gamma tubes for each tube

33 Incubate petridishes for week

34 Count gamma tubes for radioactivity
DatelTime 8/9-1/ bj 2- 10

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 Theie must be between 25 and 250 colonies for the flask to

be valid data point

B008299
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Tube Medium count for 10 ul Avg cpm dpm liCi/mi g.tCi/ml A0

cpm on counting on addition

It

93 4572.7 02o 02J8t

13i 1302 I31 130 36 0425o 04-501

21% 21 20$j
9119 f49225 967i

4.43 4S 0204-s 02J6

IL01 22-2 J22J S032 03875 O41c

10
2-038 2012.. 2o63 046o7 O671

O6/i7 4t

o-c5
t32..-

oo7

TABLE-i

Expt DateiTime 08f/q cq 2-
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TABLE-2

Expt

9ftf7 3o

e72.i.i1- 4/
--

DatelTime oO fM

Tube ft Radioactivity for 300 ul cell Avg cpm dpm iCi/rnI AJ j.i
Ci/mi A0

suspension

142 on counting after 12

cpm incubation

tZ2-

33f71 2J11 32-fl 32.7
231525 oo347 OO1-57

S4f oo4i OOO O071f

oII Soqq 77 6o2s 5Si7 oog- iiç

0/2

YfF5 35533323 44o3 2.422-7.4 O33 OO47

GO 03 oq3 /12.. ol oog4

10 832 530 527 83c33 S8474t O77 O1IS
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TABLE-3

Expt DatelTime 08f2/1a73 12Oc

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

suspension

count luG/cell xlOö

400 Cells/mi

53

G12... GI4

47L 634

505 517 f- 5ot3 9_OOS33

5ff 452 Il800o

2.o o2 2F480c

57 57-3

S5a 534 5L/ 537 2t50 O-2-----

45 f7 177 Z7Oj j88I333 04484

10 4l 52 L42__ tT2
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TABLE-4

Expt.

Colony Counts and Survival Fraction

Date figfq

Tube.dilution Colony Colony Colony Avg Colony SF

i_ of

22_ gd 75

73 3j O7I/7

42- 25 25 O275

5.3 157
156

/.O

72 1o 1/2 107

34/

93 So S7 oci

oq
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