
V79 COLONY FORMING ASSAY

Experiment Name 210po toxicity 4x 106 cell cluster crossed dose Exp

Investigator Bishayee Date 11/06/98

Set rocker iler at 37C incubator with 5% CC2 set the Coulter Counter wash cells from

two 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 cells/mi in MEMB count cells/ml
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 hat 37C 5% Co2 DatelTime I/oq 3-3o

Calibrate the stock 210Po-citrate

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

DatelTime 500

Tube 210Po- Cells in MEMB Pocitrate

CitTate

ul 5.9
uCi/mi ml uCi/mi

ul

1.0 1000

1.0 1000

0.01 1.0 997

0.025 1.0 992

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 roller for 30 mm DatelTime fifob/
ID

After 30 mmcentrifuge tubes for 10 mm at 2000 rpm 4C DatelTime /i 4-o p-
rn

oW o/if
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Collect 150 ul supernatant in separate
tubes

10 Resuspend inr1 wash MEMA

11 Centrifuge tubes for 10 mm at 2000 rpm 4C

12 Decant supernatant click tubes vortex resuspend in3ml wash MEMA

13 Centrifuge tubes for 10 mm at 2000 rpm 4C

14 Decant supematant click tubes vortex resuspend in2ml wash MEMA

15 Centrifuge tubes for 10 mm at 2000 rpm 4C
q1

16.Decant supernatant click tubes vortex resuspend in2ml of MEMA

17 Centrifuge tubes for 10 mmat 2000 rpm 4C

18 Decant supernatant 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 resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes Total volume -400 ul

20 Centrifuge tubes for mm at 1000 rpm 4C

21 Transfer tubes onto perforated
Renin pipet box at 10C for 72 DateITime uljfqt

22 Transfer 30 ul supernatant in three sets of vials containing 6m1 liquid scintillation cocktail 715

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

DatelTime Iiilc

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 pasteur pipet

Dateilime Q0 a.i

24 Again add 200 ul wash MEMA in microceritrifuge tubes resuspend and transfer the cell

suspensions in 12 ml tubes

25 Centrifuge the tubes for 10 mm at 2000 rpm 4C precooled centrifiure

26 I.abeling and preparation of dilution tubes and colony dishes

-load 60mmpetridisheswith4flhlMEMA
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

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 supernatant 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 p1 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 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

34 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

35 Transfer 500
j.il

of cell suspension in duplicate to 20 ml scintillation vial containing ml
cocktail Aquasol

36 Incubate petridishes for week

37 Count vials for
radioactivity Date/Time tf tq

Pl1.

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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LEN 251 LX TI ME EL ME AVG

qc.- 1-

26 OC 79 uY

ERR
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DatelTime nfo I3O -m

TABLE-i

Expt

Tube Medium count for 30 ul Avg cpm dpm CiIml A1 Ci/mi A0

cpm on counting on addition

S3 S13 00078

1f73 14Th3 0029-O

Zq72 ôo
55ç 5Soi O0r2..7

i2..22-4- 122-2- o1835

JO3t 3O 02-707

LS 0331-2--

10
2911Sp 254 O44e7
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DateTime //Or

TABLE-2

Expt

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

FcpmJl on counting after 12

cpm incubation

1x104

Jt4l

7g5 7C5 O0000707

OOoOIS2__

2.-q 2f5

S82iS 52S 0oo0S24

Oooo8O2

1/78 U7 OOoLQQ

f4o5 t405

10

2L77 2.9-7/
CC 2.05
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TABLE-3

Expt DatelTime
Il/o/ i-o

Tube Coulter count for 100 ul cell Avg count Cellsfml fCilcell

suspension

count x109

x40oô CellsInil

33 100

3g3 52. 37 3C3 4-77333

34-i 337 33 35S333 00510

33 3I 35 141333 012.45

35 374 I4froco OI79

35k 3i377 Y753 I5cI333 O3ffO

sq 3q- 3Si3 L4JJ5333 O524

35o t44cOOO O2O

10 44 fS 473 33_3
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TABLE-4

Expt
Date

Tube.dilution Colony Colony Colony Avg Colony SF

12 III ISI

22-

Y23

4i 71

44

23 17 LJ57

73 70 00535

33 50 3.3

O93 00o7

1o- SI 4- O0037
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