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V79 COLONY FORMING ASSAY

Experiment Name 3HTdR
toxicity cluster 50% labeling t- i-ip Exp

Investigator Date

o/ fc Ce
3oxn to/2/o Ab 7o

SerumfLots

Set the rocker-roller at 37C incubator with 5% CO2 set the Coulter Counter wash cells

from one 225 cm2 flasks seeded with 25 106 cells the day before with PBS-PS trypsinize

cells with ml trypsin mm at 37C resuspend in 10 ml MEMB pool pass five times

through 10cc syringe with 21 gauge needle perform cell count by transferring 100 ul in

Coulter cup containing 20 ml Isotone II Coulter balanced electrolyte solution

Dilute to 2000000 cells/mi in MEMB count cells/mi

Transfer ml of cell suspension into 20 14 ml tubes Falcon plastic test tube 17x 100 mm
labeled 1-10 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2 Date/Time a\
Prepare MEMB containing radioactivity in hood

ttDo Ill
3HTdR Stock jiCi4tl on ioisio L- ml MEMB

Manufacturer 1-El- Lot Calibration tco

After 3-4 remove first set of 10 test tubes from roller and add MEMB with or without

radioactivity according to Table below Also add ml MEMB to each of second set of tubes

B007492
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1002 /--C

Tube 3HTdR Cells in MEMB MEMB

jiCi/mi

MEMB
ml 3HTdR

ml
liCi/mil

ml

1.0 1.0

25 1.0 0.75 0.25

50 1.0 0.50 0.50

75 1.0 0.25 0.75

100 1.0 1.0

1.0 1.0

25 1.0 0.75 0.25

50 1.0 0.50 0.50

75 1.0 0.25 0.75

10 100 1.0 1.0

Return test tubes to roller for 12-14 Date/Time

Next day while test tubes are in roller label 10 gamma-tubes 13 100 mm VWR glass test

tube

After 12-14 incubation period remove all tubes and centrifuge at 2000 rpm at 4C for 10

mm precooled centrifuffe Date/Time 2oi

10 Remove buckets from centrifuge and carefully remove 150 i1 of supernatant from tubes

containing radioactivity and place in pre-labeled gamma-tubes

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

12 Centrifuge tubes for JMmin at 2000 rpm 4C

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

14 Centrifuge tubes for lJ mm at 2000 rpm 4C

15 Decant supernatant click tubes vortex resuspend in 10 ml of wash MEMA

16 Centrifuge tubes for mm at 2000 rpm 4C

17 Decant supematant click tubes vortex resuspend unlabeled cells in ml MEMA
fes cl\e oJetecl nL .jf 1oOI4P .de
-e d-j ll--.P- 1r

gth ccJax 4u oO$P 1t-5o cJ F-\ VJ/ OOM

It TAIL

8.aifled.cells toe corresponding tubes contam fling 2000000 labeled cells-

19_Wash-untabglefl-tnbe-with5-ml-MEMA-ad-tfansfef4e-eerresptTrthfrgtabeleeeIftUbe

20 Syrin.ge-the_poolid cells titneswith5-m1-syrige-with-24--needle

21 Centrifuge tubes for 10 mm at 2000 rpm 4C

22 Decant supernatant completely click tubes vortex
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23 Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps

Helena Plastics 400 tl using 200 i1 pipette tip

24 Again add 200
111

ice cold MEMA resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes Total volume 400 Ml

25 Centrifuge tubes for mm at 1000 rpm 4C

26 Transfer tubes at 10.5C for 72 Date/Time

Transer3
il supernatant in three sets of ml scintillation vials and ad3 liquid

scintillation cocktail Ecoscint from 150 ul supernatant removed earlier and count them for

radioactivity
Date/Time

28 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 l7x 100 mm
labeled 1-10 both on cap and wall containing 10 ml wash MEMA by using Pasteur pipette

A0i Date/Time

29 Again add 200 pi wash MEMA in microcentrifuge tubes resuspend and transfer the cell

-c
suspensions in 12 ml tubes

30 Centrifuge the tubes for 10 mm at 2000 rpm 4- pieiookdcontrifiiggJ

31 Labeling and preparation of dilution tubes and colony dishes

load 60 mm tissue culture 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 ic xe
32 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA

33 Centrifuge tubes for 10 mm at 2000 rpmlt 1L -F

36 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times .1

through cc syringe with 21 gauge needle

37 Determine cell concentration by transferring 100 jil to Coulter cup

38 Vortex tube transfer 0.5 ml into dilution tube X.5 vortex tube X.5 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

39 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

40 Transferil of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail Ecolume

41 Incubate tissue culture dishes for week

42 Count vials for radioactivity
Date/Time

43 After week wash colonies times with normal 1X saline and times with methanol
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k7
Stain colonies with 0.05% crystal violet

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

point

Tube Dilution Colony Counts
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