
C-
179 COLONY FORMING ASSAY

Experiment Name 125IijdR 50-200 ug/mi MEA Exp Investigator A.Bishayee

Date -05t18- OfI5/q

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

subcultured 12 24h before with PBS trypsinize cells resuspend in ml MEMB 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 -400000 cells/nil in MEMB final volume 11 ml count 42.OO cellsIml

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 4IS P1

Prepare MEMB containing radioactivity in hood

J.tl2SIUdRpreparedono4fOqfq8 3m1MEMB

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

according to Table below Datef Time //5/cg 3-oc p.

Tube 1251UdR Cells in MEMB MEMB-- MEMA fyj MEA

uCi/mi ml 25IUdR ml
Conc

ml 200 ugl ug/mi

ml

uCi/mi ml

1.0 1.0 2.0

1.0 1.0 0.5 1.5 50

1.0 1.0 100

1.0 1.0 1.5 0.5 150

1.0 1.0 2.0 200

0.02 1.0 0.96 0.04 2.0

0.02 1.0 0.96 0.04 0.5 1.5 50

0.02 1.0 0.96 0.04 100

0.02 1.0 0.96 0.04 1.5 0.5 150

10 0.02 1.0 0.96 004 2.0 200

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

DatelTime S-is p.m
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While test tubes are rolling label 40 4x10 gamma-tubes 13 100mm VWR glass test tube

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

precooled centrifuze Date ITime oGppa P0

10 During centrifugation move roller to 10C and obtain ice MEM I0 87 .f

11 Prepare 11 ml of 200 ug/mI MEA in MEMA put on ice 0Pt Ph

12 Remove buckets from centrifuge and carefully remove 100 tl of supeniaiÆplace
in

prelabeled gamma-tube

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

14 Centrifuge tubes for 10 mm at 2000 rpm 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 supernatant 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 resuspeiicl in ml ice cold MEMA containing
and/or

200 ug/mi MEA as per Table Keep on ice

20 Transfer tubes to roller at 10C for 72 DatelTime O/I/45 00 Q.M

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

DatelTime 12-OO nooi

21 After 72 remove tubes and place on ice add ml ice cold wash MEMA
DatelTime

47_

22 Centrifuge tubes for 10 miii at 2000 rpm 4C precoolØd centrifuic

23 labeling and preparation of dilution tubes and colony dishes

load5760mmpetndisheswith4mlMEMA
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 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 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-O.5 ml into dilutiontubeX.4 vortex tube X.4 andtransfer0.5 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 jil of cell suspension in triplicate to gamma tubes for each tube

33 Incubate petridishes for week

34 Count gamma tubes for idioactivity
DatelTime 06/tq9 4-.-3Or

35 After week wash colonies times with normal IX 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

beavalid data point
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TABLE-i

________ _______
oo17

9O15

018

oDIC

oei

elb /f5-1qs -J1f4i

12-h-f- 4k

c2

Expt II LatelTime of/98 12 oo 1iocn

Tube Medium count for 10 ul Avg cpm dpm .i
Ci/mi Ci/mi A0

cpm on counting on addition

0110

00

7.3 788 oo17 Oobç7

2- 280 2473 350 016015 IS

2.S5 3W 2..8i3 4-too ob8 o4fcf

.252 244 2.573 347 OSI o-ot

10 260 25 .23 2..53 OO1
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TABLE-2

Expt

q-o Tn

72-M 75

75__

2-

DatelTime tff9c- p.m

Tube Radioactivity for 300 ul cell Avg cpm dpm j.tCi/ml As jtCiJml A0
suspension

on counting after 12

cpm incubation

1q36 lq77 2-oo 1q7t3 2.7952 0Oc4Ic OOOf3

2-t4-S -4O -o3o 2Oq5 2-170 OO0445 00043

l3 2Oqq 7y757 00o44 00b44

Iqq 1t17.3 2.6037 0OOr2.0 O0O37

10 Ic4 Iq71 8f 26S3 OQOoo 00041S
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TABLE-3

Expt 2- DatelTime o.9/91 0- 3o C.M

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

suspension

count x106

400 Cells/mi

S3 759 73- qq4
7q 7go 7$2- 77 .30o5oo

33 3% 842 5433 33333

si 368 P47 53 34-3

76 78 704 724 Lqo4.o

872 p2 81 347o 00t2.5

351 O3f
g-- S2 o01 34

94 fO 90 9I2 3fSoo ooiq

10
777 7S 14 30 58.6 0-01 35
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TABLE-4

Expt

Colony Counts and

Cnie 6f HFA

ALfI4

5o

rfl

150

.2oo

114

2.2-3

L1ht2

Survival Fraction

Date of.2Q$

Tube.dilution Colony Colony Colony Avg Colony SF

1v

I7 110 05 113.3

22- 05 01

32- 1o

41- So 7- 413

70 Go 444 OS7o7

C2- s7 S7 00gL3

/.J 7g 70 0O73

74 2-V L3 OS

13 /92

71 otoqc
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