
V79 COLONY FORMING ASSAY

Experiment Name I2O 5-12.5 DMSO Exp Investigator Bishayee

Date 06/29/98 c7/oq

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

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 442- 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 hat 37C 5% CO2 DatelTime 7fo2-/ qg
Obtain 3H20 from refrigerator 25 mCiJml NEN Catalog NETOO1C

After 3-4 remove test tubes from roller and add MEMB and/or 3H20 according to Table

below DatelTime W9g gt Jiiv

Tube /1 3H20 Cells in MEMB 3H20 Sterile MEMB DMSO
Conc MEMB

ul
DMSO Conc

mCi/mi ml mCi/mi ul

ul

1.0 750 250

1.0 750 100 150

1.0 750 150 100 7.5

1.0 750 200 50 10

1.0 750 250 12.5

0.75 1.0 690 60 250

0.75 1.0 690 60 100 150

0.75 LO 690 60 150 100 7.5

0.75 1.0 690 60 200 50 10

10 0.75 1.0 690 60 250 12.5

Return test tubes to roller for 12 increase the elevation angle of the roller

DatelTime 07/o2-tq
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While test tubes are in roller obtain sterile DMSO 100% from refrigerator thaw it move

roller to 10.5C obtain ice

After 12 incubation period remove tubes from incubator chill on ice

10 Add DMSO while vortexing or MEMB according to the Table vortex quickly return to ice

DatelTime o7/o3/qq to0e7

11 Transfer tubes to roller at 10.5 for 72 DateTime to
12 After 72 remove tubes place on ice and centrifuge at 2000 rpmat 4C for 10 mm

jyecooled cent rifuRe DatelTime
07/oqqg 12

13 Transfer 10 ul medium to test tubes

14 Add ml ice-cold wash MEI\IA vortex

15 Centrifuge tubes for 10 mm at 2000 rpm 4C

16 Labeling and preparation of dilution tubes and colony dishes

-load 48mmpetridisheswith4mlMEMA
load 30 T-tubes with 4.5 ml MEMA and label them 1.2 1.3 1.4 2.2 2.3 2.4 X.2

X.3 X.4 etc

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

18 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

20 Centrifuge tubes for 10 miii at 2000 rpm 4C

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 ml wash MEMA pass five times

through cc syringe with 21 gauge needle

24 Determine cell concentration by transfering 100 jil to Coulter cup

25 Vortex tube 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

26 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

27 Transfer 100 t1 of cell suspension in triplicate to prelabelled vial for each tube

28 Incubate petridishes for week

29 Add 490 ul MEMB in tubes containing 10 ul of medium step 13 vortex transfer 10 ul in

triplicate into prelabelled vials

30 Add ml liquid scintillation cocktail to vials and count for radioactivity

31 After week wash colonies times with normal IX saline and times with methanoL

Stain colonies with crystal violet

32 Count colonies 50 or more cells There must be between 25 and 250 colonies for the dish to

be valid data point
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TABLE-i

Expt 9._-

Tube// Medium count forlO ul Avg cpm dpm iCi/m1 p2i/ml A0
t4iJ1

cpm rtiw on counting on-addition

810
12

/774f7447/5 73219 333113 7SO2_ 0750

17oo6 1788/D l7562 i7OI3 33547 72-

163077 kSI2t6I37V t3t3 3f3332_ 7o.g 7Of

1758 779773ofJ 7552 3375O 7rl

10 /754 7jD/5 l5o8 745vi 335I8 7558

DatelTime o7/O7/q
of5qM
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TABLE-2

Expt DateTime 07/O7/q to IS Q4

Tube Radioactivity for 100 ul cell Avg cpm dpm j.t
Cl/mi Cl/mi A0

suspension

on counting after 12

cpm incubation

23i5t7

cs7 29j G2o I6qS OC35

-3243 OoS5

C40 345 I22L5 rJo4J

c818 C3S 1ii O0s90

10 57 7/7 f335 O0593
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DatelTime o7fofp 2-3o

TABLE-3

Expt

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

suspension

count x106

4001 Cells/mi

74L 74t 152.

isa 7fg

791 79 no

7S2 76g

785 72 13

77-/ fl5 7763 IbS33 oeI7.

442 4% 6c46 3sC

4704 22-G

Si 47 44$ 67 Cf.3 144533

10 74 6$t C31f
241400

O75
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TABLE-4

Expt

Colony Counts and Survival Fraction

O1O

75

10

I2S

63

2. 31

3.3

15

Date
07/13/qf

Tube.dilution Colony Colony Colony Av Colony SF

i-.2-

17o 131 171

22 I7 If.3 O9C09

I5- 152 U8927

l3 13j 4._ 13g 33 7972.

52- 12$ 12.3 12-3 07192.

lo U8- II 0Oq9

32. 37 0J7O

3-2- 4t 414 OJ 52-

f... 53 044o/

o._ 2-5 020o1
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