
V79 COLONY FORMING ASSAY

Experiment Name 3H20 5-12.5 DMSO Exp Investigator Bishayee

Date 06/29/9

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/in in MEMB fmal volume 11 ml count 4-72J 33 cells/mI

Transfer ml of cell suspension into ten 12 in tubes Falcon plastic test tube 17xI00 mm
labeled 1-10 both on cap and wall

Roll the tubes for 3-4 hat 37C 5% C02 DatelTime o/29J 91 -3
Obtain 3H20 from refrigerator 25 mCi/mi NEN Catalog NETOO1C

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

below DateITime o/29/96 o.fl

Tube 3H20 Cells in MEMB fl2O Sterile MEMB DMSO
Conc ul

DMSO
UI

Conc

mCi/mi nil mCi/mi iii

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 1.0 690 60 150 100 7.5

0.75 1.0 690 60 200 50 10

10 0.75 1.0 690 60 2.0 12.5

Return test tubes to miler for 12 inclease the elevation angle of the roller

DatelTime
ob/9-9Jq
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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

DateTime O//f q- 3o

11 Transfer tubes to roller at 10.5C for 72 DatelTime 0/iq 4o a-
12 After 72 remove tubes place on ice and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifiue DatelTime /o 10-

13 Transfer 10 ul medium to test tubes

14 Add ml ice-cold wash MEMA vortex

15 Centrifuge tubes for 10 miii 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 miii 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 supematant 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 12 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
l.tl

of cell suspension in triplicate to prelabelied vial for each tube

28 Incubate petridishcs 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 1X 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

bea valid data point
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PAGE

USER10 IDTRITIUM PRESET TIME 1.00 lION 06 JUL 1998 1630
SANPLE REPEAT CYCLE REPEAT SCRN R8232N

AQCN CFN RCMN PHASE MONITDRN
dAI4NEL 1-LL IJL 400 2SIGIIA 2.00 3KG SUB 0.00 3KG 2SIG 0.00 LSR

DATA CALC CPM UNKNOWN REPLICATES NORM FACTORQ 1.00000
HALF LIFEDAYSN

SAM POS CH CPM 2SIGZ TIME EL TItlE AVG

27.00 38.49 1.00 1.68

195497.14 1.08 0.17 264
18921144 1.10 0.17 3.61

18.00 47.14 1.00 5.35

156160.00 1.31 0.15 5.23

155426.66 1.31 015 7.12

ERR
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TABLE-i

Expt DatelTime o7/06/qg 10-55 arn

Tube Medium count for 10 ul 4- Avg cpm dpm pCi/mi çi/m1 Ac
So dzJ.I jW

cpm on counting en-addition

e-9

97
1.01 ii

1145

17

I695 74 2.3327 72S .2- 79$

f89o7Si688017_7 I3S3 353o4- 7q51 c7q5

25515g4zDY22 Sti-o O37 c87

170135 iT7 I795 u0qo25 3.2.5o7
73l Q.732_

10
I72/ 1qcs21Iwo f727J- 32-I 8c 72-4
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TABLE-2

Expt DatelTime O7IO6/it io-s-sQ.t

Tube Radioactivity for 100 ul cell Avgcpm dpm Cl/mI Cl/mi A0
suspension

on counting after 12

cpm incubation

-1to

13 1364I3oo 334

124- tqi1 1q48- 44-v

1t3 j2.5 12i -e 12lOS 23 2S0

I535 I4q3 15713 l533 294- O-1328

10
5I4-ojtot33i1- IS35 2-952-I 032
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TABLE-3

Expt Date ITime J2 Do 1Oo1

Tube Coulter count for 100 ul cell Avg count CellsImI pCi/cell

suspension

count x106

400 CellsIrnl

--r 52i 85o 3O

34

g2 zq

gôs 782 7cIrL_

q3

725 749
731 99-4oo 3953

tO3 33 70 3G2.4o O4644

7q3 74g 73o
75 0S33

c7 2-- 9_OOo 04073

10 8w 3L8I33
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TABLE-4

Expt

Colony Counts and Survival Fraction

75

2o

72

Date oi/toyg

1-
Tube.dilution Colony Colony Colony Avg Colony SF

i1- f7

22

3-2 17o 17 015

4-t-- 152

57 i32_6

0O5i9

7.2_ z7 o331-

51 58 o3t

tj O47

toc2_
2-5

OHS ct-IP
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