
V79 COLONY FOKMtNG ASSAY

Experiment Name lOpe toxicity 4x106 cell cluster 10% labeling Exp
investigator Bishayee Date 0lI0/98

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

from two 150 cm2 fiusk 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 Iransfering 100 ul in Coulter cup containing 20 ml isotone Coulter
balanced elecirolyte solution

Dilute to -400000 and 3600000 cells/mi in MEMB count 572 4C
cellsIml

Transfer ml of cell suspension into ten 14 ml tubes Falcon plastic test tube 100x80 mm
labeled 1-10 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2 Date/Time
15/qe7 .C

Calibrate the stock 210Po-citrate

After 3-4 remove first set of test tubes 400000 cells/mI from roller and add according to

Table below

Date/Time /5qq 00

Tube 210p0 Cells in MlMB Po-citrate

Curate MEMB
ul 12

uCi/mi ml uCi/mi

ul

1.0 1000

1.0 1000

0.1 1.0 985 15

0.2 1.0 965 35

0.3 1.0 950 50

0.5 1.0 915 85

0.8 1.0 865 135

1.0 1.0 835 165

1.2 1.0 800 200

10 1.5 1.0 750 250

Return test tubes to roller for 30 mm Date/Time 7-io
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After 30 mmcentrifuge tubes for 10 mm at 2000 rpm 4C DatelTime
// 59 74o

Collect 150 ul supematant in
separate tubes

10 Resuspend in 10 ml wash MEMA

11 Centrifuge tubes for 10 mm at 2000 rpm 4C
12 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
13 Centrifuge tubes for 10 mm at 2000 rpm 4C
14 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA
15 Centrifuge tubes for 10 mm at 2000 rpm 4C
16.1ecant supernatant click tubes vortex

17 Follow steps 11-16 for second set of tubes containing 3600000 cells suspend in ml of

MEMA and transfer cells to the corresponding tubes containing 400000 cells in step 16

18 Centrifuge tubes for 10 mm at 2000 rpm 4C
19 Decant supematant click tubesvortex transfer the cell suspension in polypropylene

microcentrifuge tubes with attached caps Helena Plastics 400 ul using 200 ul pipet tips

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

polypropylene micmcenlrifuge tubes Total volume -400 ul

21 Centrifuge tubes for mm at 1000 rpm 4C
22 Transfer tubes onto perforated Remn pipet box at 10C for 72 DatelTime I/5/9 g3c

23 Transfer 30 ul supernatant in three sets of vials containing 6m1 liquid scintillation cocktail

Aquasol from 150 ul supernatant removed earlier Step and count them for radioactivity

DateTime
///qel 00 4.t

24 After 72
carefully remove the supernatant from the top rØsusend pellet in 200 ul wash

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

DateTime
If
llq flDo

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

suspensions in 12 ml tubes

26 Centrifuge the tubes for 10 mm at 2000 rpm 4C precooled centrifure

27 Labeling and preparation of dilution tubes and colony dishes

load 60 mm petri dishes with ml MEMA
load 40 sterile 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

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 10 ml wash MEMA
31 Centrifuge tubes for 10 mm at 2000 rpm 4C
32 Decant supematant click tubes vortex resuspend in ml wash MEMA pass five times
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through cc syringe with 21 gauge needle

33 Determine cell concentration by transfering 100 p1 to Coulter cup

34 Vortex tube transfer 0.5 ml into dilusion tube X.5 vortex tube Xi 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

35 Transfer ml from dilution tubes into dishes labeled X.2 X.3 X.4 in triplicate Only X.2

should be seeded for control test tubes

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

cocktail Aquasol

37 Incubate petridishes for week

38 Count vials for
radioactivity DateTime i/o/ 1roo

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

colonies with 0.05% crystal violet

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

point
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Date/Time .S

TABLE-i

Expt

Tube Medium count for 20 ul Avg cpm dpm Ci/mI A1 CL/rn A0

cpm on counting on addition

2q 01413

13370

LW 03
3I_s 35-55

SI3l5 51325 IS57

O9/t f37J

7l75 7p275 I72-

10
G77/7 7717
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DateTime o6/qe 2co

TABLE-2

Expt

Tube Radioactivity for 500 ul cell Avg cpm dpm Ci/mI pCi/mi A0
suspension

on counting after 12
cpm

incubation

lix 1O

OOoo24

fof 1-5 OOOO81

752- b000677

1056 OOO9O
55O 155 00131

153 i3 t0

00170

10 2JJ5
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TABLE-3

Expt DatelTime ei o/q4
Tube Coulter count for 100 ul cell Avg count Cells/mi fCi/cell

suspension

count x109

4000 Cells/mu

1i-5 S41 45 1773333

44-a Zfj71
i2-5

421
1717333

43/ 4o

4-i2 L13o 423 0322

404- 421 q1 4Iij

ZF20 L1171 -Fi_ ii O593

43 f21 t65333 O82.7

3e./j 38t ISS000 o-qj

-u43 Le41 437 44 86

10

IQ7
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TABLE-4

Expt Date of ff
5/97

Tube.dilution Colony Colony Colony Avg Colony SF

f2 p72 I/ /7

12 I5

33 140 14-o 66

Io/ 112_ /0/ b42.7j

-_____
05iH

QOIJ

25 32 4-a 32J 0Log

2- 2- 2-ç

2- 1c 22_ Oi5
JQ3 hq- 153 07sz.
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