
V79 COLONY FORMING ASSAY

Experiment Name 21Opojte 50-200ug/nil MEA
investigator Bishayee

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

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 ml isotone Coulter balanced electrolyte solution

Dilute to -400000 cells/mi in MEMB final volume 11 ml count 39233 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 at 37C 5% C02 DatelTime o/fq/95 --

Calibrate the stock 210Po-citrate for-today 2.4lCiIm3/
X/ 1fIiqg

After 3-4 remove test tubes from roller and add according to Table below

DatelJime 15

Tube Po- Cells in MEMIB Po-citmte MEA in MEMA MFA
citrate MEMB MEMA

ml 12
200

ml Conc

uCi/mi ml uCi/mi
ug/mi ug/mi

on 12/11
ml

ml

1.0

1.0 0.5 1.5 50

1.0 100

1.0 1.5 0.5 150

1.0 200

0.2 1.0 0.965 0.035

0.2 1.0 0.965 0.035 0.5 1.5 50

0.2 1.0 0.965 0.035 100

0.2 1.0 0.965 0.035 1.5 0.5 150

10 0.2 1.0 0965 0.035 200

Return test tubes to roller for 30 mm DatelTime

After 30 mm centrifuge tubes for 10 mm at 2000 rpm 4C DatelTime 7eo rn-
oipu/

During the centrifugation move roller to 10.5C

Exp ..
Date WJ4419

c/f//9/91

of/f
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10 Collect 150 ul supematant in separate tubes

11 Add ml of wash MEMA in each tube containing the pallet

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supematant 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 2000rpm 4C

17 Decant the supernatant click tubes vortex add MEMA with or without MEA as per Table

18 Transfer tubes at 10C for 72 DatelTime
Cf/9/9s 8/5

19 Transfer 30 ul of supernatant in triplicate from step 10 into 20 ml scintillation vial containing

ml cocktail Aquasol and count for radioactivity DatelTime
of.jtq ii.- i.m

19 After 72 add ml wash MEMA in each tube vortex and centrifuge the tubes for 10 mm at

2000 rpm 4C precooled centrifuveJ LatelTime Qf./ II oo

20 Labeling and preparation of dilution tubes and colony dishes

load 60 mm petri
dishes with mlMEMA

load 30 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 Xi etc

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

22 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

24 Centrifuge tubes for 10 mm at 2000 rpm 4C

25 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

26 Determine cell concentration by transfering 100 p1 to Coulter cup

27 Vortex tube transfer 0.5 ml into X.4 vortex tube X.4 and transfer 0.5 ml to tube X.3 and

vortex tube X.3 and transfer 0.5 ml to tube X.2 Keep tubes on ice

28 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

29 Transfer 500 p1 of cell suspension in duplicate to 20 ml scintillation vial containing ml

cocktail Aquasol

30 Incubate petridishes for week

31 Count vials for radioactivity
DatelTime oif2-2199

32 After week wash colonies times with normal 1X salineand times with methanol Stain

colonies with 0.05% crystal violet

33 Count colonies There must be between 25 and 250 colonies for the dish to be valid data

point
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TABLE-i

Expt
90

DateTime Of//qq

Tube Medium count forrul Avg cpm dpm tCi/m1 j.i
Ci/mi A0

cpm on counting on addition

4-4qoo

tei ttckQ

5VJ O202-i

80/77 8q77 O2O22

315o 9/5o

9/11 9ii

10 55 55
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LJEER 11iC FRESEJ tIME 100
C34vlF 1ET1E.n Ct..E FtEtE.01.i5LRN
131 cc

0.J 600 01 .900281 81IA 00
fflT I. Ii ii4i ttI

UA1_

sPri P178 OH CR11

R52122

BF8 SUE 00 111c4 ISIs Cx L_SR

NORM ffli0R 11 00000

211 07 lIME EL -r ME 098 HIt

P6UE

FR 1.22 JAN 1999 06

4.00 5.3115 1.00 1.59 llo.O
t18_ 00 4/ 14 1.00 3.37 113.0

lu.OC 63 25 1.00 16 109.0900 66.67 1.00 6.94 112.0
cll.00 60.30 1.00 8.73 112.0

fl- i.oo LSU..0 lCD 1.51 111.0
fi 9.00 66.67 1.00 12.33 118.0
.ag .5.00 51.64 1.00 14.12 115.0
fl-- 3_0i.$ 55.47 1.00 15.9 114_c

IC 1O 2.0C ztiii 1..00 17.72 114.0
11 nt 11 988.00 6.36 1.00 19.49 1.17.0
12 12 GCrüun.o.os 1.00 21.17 82.0
13 149.00 6.49 1.00 23.11 1.14.0

14 21 6.32 1.00 54 139 81.0
15 cR96.00 6.oE 1.00 26.6 85_C
16 i2100 6.55 1.00 2839 88_C
17 999.00 b.C 1.00 30.22 79.o
18 6.26 1.00 32.00 88.0
19 95.1.00 145 1.00 33 77 84.0
20 it f/g399 00 6. 67 00 35 30 /8
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TABLE-2

Expt -2--- DatelTime

Tube Radioactivity for 500 ul cell Avg cpm dpm Cl/mi Cl/mi A0
suspension

on counting after 12

cpm incubation

lix 10

atcIL OJ

tOo oooOqo

d173 0000877

1O5

100 ooocso

10 2-5 0o00g33
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TABLE-3

Expt DateTime eq.fq j74-

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

suspension

count x109

400 Cells/mlj

34 377

52-s S1

l-f74- fli

724 S2t3

48-

i-i t9T p3333

10 41 4/ 4J i-.7
e7r
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TABLE-4

Expt Date

Tube.dilution Colony Colony Colony Avg Colony SF

1.l 152

2-
ISo 1f5

J43 I3

17 1/7 .73j7.__

0O
/07

4g 5I- O0o3

74- 50 -9 0o2
70 77 70 005o7

Iç 12- 07

to3 50 OOt9G
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