
V79 COLONY FORMING ASSAY

vLv kzV
Experiment Name 2Po toxicity 4x106 cell cluer crossed dose Exp

Investigator Bishayee Date 10/26/98

he shaker 3C incubator with 5% CO2 set the Coulter Counter wash cells from two

150 cm flusk 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 transfering 100 ul in Coulter cup containing 20 ml isotone Coulter balanced

electrolyte solution

Dilute to -4000000 cellsIml in MEMB count 31-3Q6b cells/mi

Transfer ml of cell suspension into ten ml tubes Falcon plastic test tube 12x75 mm
labeled 1-10 both on cap and wall

Keep the tubes in the shaker shaking mode interval for 3-4 at 37C 5% CO2

DatelTime toJ/Q p.m

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

DatelTime 4IS pm

Tube 210Po- Cells in MEMB Po-citrate

Citrate

ul 5.9
uCiJml ml uCi/mI

ul

1.0 1000

1.0 1000

0.01 1.0 997 33

0.025 1.0 992 84

0.05 1.0 983 17

0.1 1.0 967 33

0.2 1.0 933 67

0.3 1.0 900 100

0.4 1.0 865 135

10 0.5 1.0 830 170

Return test tubes to shaker for 30 mm DatelTime O2..-6/4 4--do

After 30 mm centrifuge tubes for 10 mm at 2000 rpm 4C DatelTime
1O/2..t 5oo
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Collect 150 ul
supernatant in

separate tubes

10 Resuspend in ml wash MEMA
11 Centrifuge tubes for 10 mm at 2000 rpm 4CC

12 Decant supematant click tubes vortex resuspend in ml wash MEMA
13 Centrifuge tubes for 10 mm at 2000 rpm 4CC

14 Decant supematant click tubes vortex resuspend in ml wash MEMA
15 Centrifuge tubes for 10 mm at 2000 rpm 4CC

16 Decant supernatant click tubes vortex resuspend in ml of MEMA
17 Centrifuge tubes for 10 mm at 2000 rpm 4CC

18 Decant supematant click tubesvortex transfer the cell suspension in polypropylene

microcentrifuge tubes with attached caps Helena Plastics 400 ul using 200 ul pipet tips
19 Again add 200 ul ice cold MEMA resaspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes çrotal volume --400 ul

20 Centrifuge tubes for mm at 1000 rpm 4C
21 Transfer tubes at 10CC for 72 Date lTk rue 2- si .-- ui
22 Transfer 30 ul

supernatant in three sets of vials containing 6m1 liquid scintillation cocktail

Aquasol from 150 ul supematant removed earlier Step and Count them for
radioactivity

DatelTime UIo/q -o
23 After 72

carefully remove the supernatant from the top resuspend 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 pasteurpipet

LatelTime OJ3o/q joo .t
24 Again add 200 ul wash MEMA in microcentrifuge tubes resuspend and transfer the cell

suspensions in 12 ml tubes

25 Centrifuge the tubes for 10 mm at 2000 rpm 4CC prec ooled centrifuje

26 Labeling and preparation of dilution tubes and colony dishes

load 60 mmpetri dishes with ml MEMA
load 40 sterile tubes with 4.5 mIMEMAand 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

27 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
28 Centrifuge tubes for 10 mm at 2000 rpm 4C
29 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
30 Centrifuge tubes for 10 mm at 2000 rpm 4C
31 Decant supematant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

32 Determine cell concentration by Iransfering 100
j.tl

to Coulter cup

33 Vortex tube transfer 0.5 ml into dilusion tube X.5 vortex tube X.5 transfer 0.5 ml into
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dilution tube X.4 vortex tube and transfer 0.5 ml to tube vortex tube and

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

34 Transfer ml from dilution tubes into dishes labeled in triplicate Only
should be seeded for control test tubes

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

cocktail Aquasol

36 Incubate petridishes for week

37 Count vials for radioactivity DatelTime
IfO3/4g 2M

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

colonies with 0.05% crystal violet

39 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

fri

DatelTime II fo3ti -2-ô l1i

Tube Medium count for 30 ul Avg cpm dpm
ji

Ci/mi CiJml A0

cpm on counting on addition

çij4
2-%3 OO5

71 So71 OO72

OtSt4

qqqg

31-

4q7t 4hg71 O2-8

10 44- O74-$

B007879



TABLE-2

Expt Date/Time I/o3fq 26Q44
Tube Radioactivity for 500 ul cell Avg cpm dpm pCi/nil pCi/mi A0

suspension

on counting after 12

cpm incubation

1x1041

3g.5 21.5 O00019_5

3a15 0325

bqo OOOO-4

13.5 OooI2-7

0001c10

0002.S8I

3W5 0c7039
10

Soqi5 ooo4c
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Expt DatelTime I1o3çg
Tube Coulter count for 100 ul cell Avg count Cells/mi fCi/ceIl

suspension

count x109

4003 Cells/mi

4L2 4-S

SOIJ 4-7 o3 4S3

47 473 43 474 11333 5$

4I 41- 4-GO I6LI33 O7oS

47 4z 4So 4S O3384

q55 47$ 9733 O25

f3 42 424 10933

3q 3S. i8057

fj4- L22 tt2-ô

10

373 Fo1
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TABLE-4

Expt

Colony Counts and Survival Fraction

Date
u/ oeq

Tube.dilution Colony Colony Colony Avg Colony SF

174 I2-3

ibif v1

32 74 72W O533

57
20 011W

52 o.-57

ff5 f/J
11

0/7/

73 4o 38j OO2_7

30
O.3y

QOo25

II 017 00o1/

Oo oo
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LL

0.1

0.01

0.001

0.0001

0.5 1.5 2.5 3.5 4.5

Cellular Uptake fCi/Cell
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jj yrJr Labºl
Label Single cells SF Cluster 100%SF

..Jr.Z 0.176 0.8047 0.O658 0.5334

-3 O.2357 O.5936 0.1765 0.4203

12251 1002 06625 00771

.6. 2.4493k O.025 1.0933 0.0267

277791 00052 8057 00025

..
2.9651 0.0002

B007884


