
V79 COLONY FORMING ASSAY

Experiment Name 3H20 10% DMSO Exp

Date 07/13/98

Investigator Bishayee

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 379 73 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 at 37C 5% CO Date ITime o7I 4oo V.m

Obtain 3H20 fromrefrigerator 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 0713 fq 7-45

Tube /1 3H20 Cells in MFIIB 3H20 DMSO MEMB

mCi/nil ul ul ul
ml

mCi/mlJ

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 10 200

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 o73fqg 5oo
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While test tubes are in roller obtain sterile DMSO 100% fromrefrigerator thaw it move

roller to 10.5C obtain ice

After -12 incubation period remove tubes from incubator chill on ice

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

DatelTime o7tj tj eo a.ni

11 Transfer tubes to roller at 105 for 72 DatelTime o7fiq qi g.m
12 After 72 remove tubes place on ice and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifuge DatØlTime 13o

13 Transfer 10 ul mediUm to test tubes eJj 4qo

14 Add ml ice-cold wash MEMA vortex

15 Centrifuge tubes for 10 mm at 2000 rpm 4C

16 Labeling and preparation of dilution tubes and colony dishes

load 48 mmpetii dishes th mlMEMA
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 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 transfering 100 ItI 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 S44i
27 Transfer 100 tl of cell suspension in triplicate to prelabelled vial Cfor each tube

28 Incubate petridishes for week
13 ff

29 Md490 ul MIw transfer 10 ul in

triplicate into prelabdlled vials t4b Coc/i
30.Md.3 nil liquid counJor 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

be valid data point
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USER10 IDTRITIUM PRESET TIME 1.00

SAMPLE REPEAT CYCLE REPEAT SCRN RS232N
AQCN QCFN RCMN PHASE MONITORN

ANNEL i-LL UL 400 2SIGMA 2.00
DATA.CALC CPM UNKNOWN REPLIGATES
HALF LIFEDAYSN

SAM PUS CH CPN 2SIGZ TINE EL TINE AVG

PAGE

FRI 17 JUL 1998 1636

8KG SUB 0.00 8KG 2SIGS00.LSRz.
.NORM FACTOR0 .00.000

ERR

21 .00 43.64 .00 .67 54.0

..2 t25.00 4000 1.00 3.42 55.0

.. 43.00 30.50 1.00 5.20 56.0
.4 -- Lj 27.00 38.49 1.00 6.93 57.0

.5 -- ThOU 34.82 .00 8.72 57.0

.00 33.81 1.00 10.49 58.0

2I .00 33.33 1.00 12.22 59.0

a.OO 30.50 1.00 14.06 60.0

60134.29 1.95 017 15.01 59.0
10 -10 39803.33 1.83 0.30 16.03 56.0
11 11 63870.00 .77 0.20 16.98 58.0

12 12 172893.33 1.24 015 17.84 57.0

13 13 %190140.00 1.18 0.15 18.73 58.0
14 14 Lj8656000 1.20 015 19.63 58.0
15 _t5 303611.44 0.87 0.17 20.60 58.0
15 nT5 1ir.4125.72 0.87 0.17 21.58 59.0

17 o17 -72572 0.92 0.17 22.56 58.0

18 IEI 43.00 30.50 24.30 62.0

IM 2700 38.49 1.00 26.14 61.0
20 32.00 35.36 1.00 27.87 63.0

21 36.00 33.33 1.00 29.55 82.0
22 l7Ml 30.00 36.51 1.00 31.39 61.0
23 46.00 2349 100 33.12 57.0

24 40730.91 1.89 0.28 34.17 51.0

25 SM5425778 .81 0.23 35.17 61.0
26 46024.00 .86 0.25 36.14 61.0
27 p177805.72 .13 0.17 37.11 630
28 -pj 1417464 .T 1.24 0.15 37.98 61.0
29 i1 17529 1.14 0.17 38.95 60..0

30 -12 30181 0.94 0.15 39.85 60.0

31 13 j3027 37 0.17 40.83 58.0

32 j4 tS054bS6 1.33 0.15 41.74 62.0

37 34.00 34.30 1.00 43.61 84.0

38 45.00 29.81 1.00 45.39 80.0

39 L4200 30.86 1.00 47.17 86.0

40 24.00 40.82 1.00 4891 85.0

41 2.c29.00 37.14 1.00 50.64 85.0

42 46.00 2949 100 52.37 85.0

43 1553.00 5.08 .co 54.16 85.0

44 tc41561.00 5.06 .00 5594 86.0

45 1533.00 5.11 1.00 57.67 86.0

46 350900 3.38 1.00 59.46 84.0

47 11 jt3487.00 3.39 100 61.19 84.012 3714.00 3.28 1.00 62.97 85.0j3 6317.00 2.52 1.00 64.72 87.0

50 14 644500 2.49 1.00 6645 86.0

.j
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AGE

ERRSAM PUS CR CPM 2SIGZ TIME EL TIME AVG

Si -15 1L664.00 2.45 1.00 68.18 85.0
52 lb 33.00 34.82 1.00 G9.93 830i7 35.00 33.81 100 71.67 800

W4 18 28.00 37.80 1.00 73.45 73.0
55 3200 35.36 1.00 75.27 86.0
56 38.00 32.41i 1.00 77.03 86.0
57 41.00 31.22 1.00 78.82 86.0
58 1546.00 5.09 1.00 80.55 86.0
59 161600 4.98 1.00 82.29 84.0
50 1446.00 5.26 1.00 84.03 81.0
61 ç24500 3.07 1.00 85.82 86.0
62 lar 1105000 3.14 .00 87.60 80.0
63 ilA167.00 3.10 1.00 89.33 84.0
64 i0 705000 2.38 1.00 91.08 82.0
65 -11 6969.00 2.40 1.00 92.87 79.0
66 -12 It7213.00 2.35 1.00 9461 83.0
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TABLE-I

Expt DatelTime 4-3 frv/Pfr

Tube Medium count for 10 ul e- Avg cpm dpm tCi/m1 At jCiJni1 A0
LiJ2Z

cpin on counting on-addition

/c2f

2.0 10 Il3 oo

13 IS oo

Q.OI313978oG381-7 45gb to4973 236- O2_3

172g70 19ou71 1c37 It 352QS 793.3 0793

3o3 5S 3o4io 27oL 2921 6S

2_0 ii 001- 00ooo1

I3 23 tfJ 2.7.5 OO6 OOooOC

O7o7 542317 4ot -o 903

177714 171-23175Z71 7Sff1 335.25 748 O7
10

3o1SIo02.77pc5fr.3 3o331j 333g f3138
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Tube Radioactivity for 100 ul cell Avg cpm dpm iCiJm1 jiCiIni1 A0
suspension

on counting after 12

cpm incubation

2l ft

s3o 533 57i 1S24 293 c0132

341c4 31-c4 3q 35 S2iJ 00307

Cqi 4/ t4523 1fL4oj 005gg-

iois
51

1524 IS73 iqj t513 2-9o1f ooI3j

f22-1 4o3 4144- 4-I 3j-3 795o 003

10

7oj G14-6 7/qo 7O53 I55 O0II

TABLE-2

Expt DateTime 07f71q3 43
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DatelTime c7/17/ 3-3c /9.m

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

suspension

count x106

400 cells/mi

e.7 2O 624 2rOO

75 659

ii aor--S 722.- 701-
2S

io 1oq-o te.2j 007 402800 0072

1110 I2..4 1017
i3 333 oIt

124 jjq1 12..02_
474

54Z 331533

J1 2-y
492-4o 0-02

ff753 35o133 o022_

10 f7t 12-9-0 1L5 So2..ooo iI7

TABLE-3

Expt
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TABLE-4

Expt II Date 07/24/rr

Tube.dilution Colony Colony Colony Avg Colony SF

153

22 ISo

32 II 120 113 II 0742_

75 70 52-

15 fl.33 02.79

2- 14f

7.2- 14/ 143
41-

82_ 57
50 S7

13 ITo
13o5

to 2.44 of
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