
V79 COLONY FORMING ASSAY

Experiment Name 3H20 10% DMSO Exp Investigator Bishayee

Date 06/22/98

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

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 -4004000 cellsmnil in MEMB final volume 11 ml count 40 l33 cells/mi

Transfer mlof cell suspension into ten 12 ml tubes Falcon plastic test tube 17x100 mm
labeled 1-10 both on cap and wail

Roll the tubes for 3-4 hat 370C 5% CO2 DatelTime OGf22/Q 34.5 p.nt

Obtain H2O 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 DatelTime o/22.qS 7-5

Tube 3H20 Cells in MEMB 3H20 DMSO MEMB

mCi/mi ul ul ul Lii

ml
mCi/nil

1.0 800 200

1.0 800 200

0.25 1.0 780 20 200

0.75 1.0 740 60 200

1.25 1.0 700 100 200

1.0 800 200

1.0 800 .200

0.25 1.0 780 20 200

0.75 1.0 740 60 200

10 1.25 1.0 700 100 200

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

DatelTime of 44Je p.m
.0
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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 vortexung or MEMB according to the Table vortex quickly return to ice

DatelTime o6tfQ3 1-

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

orecooled centrifure DatelTime
O/2/98

13 Transfer 10 ul medium to test tube

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 nil 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 supematant click tubes vortex resuspend in 10 ml wash MEMA

Centrifuge tubes for 10 mm 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 transferung 100
iii

to Coulter cup

25 Vortex tube transfer 0.5 nil 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 OnlyX.2

should be seeded for control T-tubes

27 Transfer 100 tl 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 weelç 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

beavaliddatapount
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USERi0 IDTRITIUM PRESET TTME 100
AMPLE REPEAT CYCLE REPEAT SCRN RS232N

AQCN QCFN RCMN PHASE MONITORN
CHANNEL 1-LL UL 400 2SIGMA 2.00 8KG SUB 0.01

DATA CALC CPM UNKNOWN REPLICATES NORM FACTORQ
HALF LIFEDAYSN

SAM P135 CH CPM 2SIGZ TINE EL TIME AVG ERR

FRI 26 JUN 1999 1709

8KG 251G
.00000

0.00 LSR

BaeJCpi 14.00 53.45 1.00 1.59 50.0

18.00 47.14 100 3.37 57.0

j3 30.00 3651 1.00 5.15 56.0

17.00 48.51 1.00 6.88 56.0

62.00 25.40 100 8.58 55.0

/s 41.00 29.17 1.00 10.37 54.0

2M7 67.00 24.43 1.00 12.15 550
ctLS 49688.00 1.79 0.25 13.12 56.0

3M
15092.00 1.88 0.25 14.09 56.0

10 10 4412400 1.90 0.25 15.07 54.0

11 l1 129893.33 1.43 0.15 15.94 55.0

tM 12 -12 132920.00 142 0.15 16.82 56.0

13 %13 137906.66 1.39 0.15 17.69 56.0

14 -14 186491.44 1.11 0.17 18.65 56.0

215 -15 191906.66 1.18 0.15 19.54 56.0

LIE -16 196793.33 1.16 015 20.43 57.0

17 17 9600 20.41 1.00 22.17 55.0

18 -E 91.00 20.97 1.00 23.90 55.0

19 96.00 20.41 1.00 2577 56.0

/20 49.00 28.57 1.00 2752 54.0

21 49.00 28.57 .00 29.25 57.0

fl2 62.00 25.40 1.00 31.03 55.0

-23 42472.73 1.85 0.28 32.07 56.0

24 44172.00 .90 0.25 33.06 55.0

C25 44264.00 .90 0.25 34.02 57.0

c26 138013.33 1.39 0.15 34.90 55.0

O127 139526.66 138 0.15 35.78 55.0

L.28 _10 131853.33 1.42 0.15 36.66 55.0

29 11 227617.14 1.00 0.17 37.62 57.0

tj430 -12 222822.86 1.01 017 38.59 57.0

31 13 207600.00 1.05 0.17 39.56 55.0

c37 25.00 40.00 1.00 41.43 79.0

tt2L38
20.00 44.72 100 43.22 78.0

39 19.00 45.88 1.00 45.00 80.0

40 26.00 39.22 1.00 4673 79.0

2c- 41 16.00 50.00 1.00 48.52 80.0

L42 13.00 55.47 1.00 50.29 79.0

p43 1828.00 468 1.00 52.02 80.0

1c- 44 1964.00 4.51 1.00 53.77 77.0

45 1797.00 4.72 1.00 55.50 80.0

46 10 4870.00 2.87 1.00 57.23 80.0

%C-47 1i 5032.00 2.82 100 58.98 81.0

48 4922.00 2.85 1.00 60.71 79.0

S49 13 7914.00 2.25 1.00 62.44 79.0

S50 14 8124.00 2.22 1.00 64.18 80.0

L51 15 8183.00 2.21 1.00 6597 79.0
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TABLE-i

Expt DatelTime /2-/c2j 3/

Tube Medium count for 10 ul 4- Avg cpm dpm pCi/mi As pCi/mi A0

cpm on counting Jnadiii
/4

IIAeT

003

53

H7 fso7a4-44Io 427.3 59OI4 2-Ot4

g79/ O/i376c72 555 4f2
47

1óbf77 9I72 I977 t97 8H 3o3

O3 15- 031-

424 44/ 4-so 43 883f 58 881

13 7qqq 3sI2 13
/537 l3so a2403 51 ir

10 22-7Co3/L22oS2o7 2J32 42I712J 94a Q74q
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TABLE-2

Expt DateTinie ocf2_9fq IO
Tube// Radioactivity for 100 ul cell Avg cpm dpm Mci/mi As Ci/m1 A0

suspension

on counting after 12

cpm incubation

1614 195o 763 3555.7

4fl 49cj .73 475H1 OO44

7o ILo1 SI9 8o 15493 Ov93

4i9i

Id/a
2o27 371 OOI7

57c4 57G7 5477 tO89/ OOf9Q

g04 799o7 7900 tsJ123 o081-
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TABLE-3

Expt .2 DatelTime o/29 2-3c7

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

suspension

count x106

400 Cells/mi

7/ 3s 73

77 72

G72_ O05

7o 2-733

54.3 341733

59 f9 Z5

770 77

q7 59o 3OOO O7o7

G51 1cc7
10

37 55o 0145/

0L5

115

B014174



TABLE-4

Expt

Colony Counts and Survival Fraction

Date 7f3qgr

Tube.dilution COlony Colony Colony Avg Colony SF

l2_ fO ic

Iqo

So I4f 783

Zf-2_ 73 333 04394

52 35

2-10

72 2Io

52 513j O24T

q.3 p_ffi /227
113 12_

of- SI- Ooo77

B014175
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