
V79 COLONY FORMING ASSAY

Experiment Name 3HTdR toxicity cluster 100% labeling DMSOlindane Exp

Investigator Bishayee Date 03/01/99

Take 150-cm2 flasks with cells and perform cell count

Dilute to 4000000 cells/mi in MEMB count 4.o3333 cells/mi

Transfer ml of cell suspension into 15 12 ml tubes Falcon plastic test tube 17x100 mm
labeled 1-10 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2 DatelTime 03/ o/9 4OOfi

Prepare MEMB containing radioactivity in hood

yj t1 3HTdR Stock 1iCi4tl on
../I//9

ml MEMB

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

radioactivity according to Table below DatelTime O3/eIf 7J

Tube ft 3HTdR Cells in MEMB MEMB MEMA 0.58% 0.58%

MEMB DMSOin DMSO
uCi/mi ml ml 100UM

ml
ml for wash Lindane in

ml
l2uCi/ml

for wash fh
1.0

1.0

1.0 0.835 0.165

1.0 0.5 0.5

1.0

1.0

1.0

1.0 0.835 0.165

1.0 0.5 0.5

10 1.0

11 1.0

12 1.0

13 1.0 0.835 0.165

14 1.0 0.5 0.5

15 1.0

Return test tubes to roller for 12 DateTime o5/o9f p.m
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Next day while test tubes are in roller label 10 gamma-tubes 13 100 mm VWR glass test

tube

After -12 incubation period remove tubes and cenirifuge at 2000 rpm at 4C for 10 mm

precooled centrifuge DatelTime O3Jo-/4l 7- o-o

10 Remove buckets from centrifuge and carefully remove 150 il of supematant and place in

prelabeled gamma-tube

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

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

14 Centrifuge tubes for 10 ruin at 2000 rpm 4C

15 Decant supernatant click tubes vortex resuspend in ml MEMA with or without DMSO or

Lindane as per the Table

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

17.Decant supernatant click tubes vortex resuspend in 0.4 ml MEMA with or without DMSO or

Lindane as per the Table

18 Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps Helena

Plastics 400 ul using 200 ul pipet tips

19 Centrifuge tubes for mm at 1000 rpm 4C

20 Transfer tubes at 10C for 72 DatelTime f/7t7

21 Transfer 30 ul supernatant in three sets of 20 ml scintillation vials containing ml liquid

scintillation cocktail Aquasol from 150 ul supematant removed earlier Step 10 and count

them for radioactivity
DatelTime

22 After 72 carefully remove the supernatant from the top resu spend pellet in 200 ul wash

MEMA and transfer the content to ten 12 ml tubes Falcon plastic test tube 17x100 mm
labeled 1-10 both on cap and wall containing 10 ml wash MEMA by using pasteur pipet

DateTime o/e jO-OO

23 Again add 200 ul wash MEMA in microcentrifuge tubes resuspend and transfer the cell

suspensions in 12 ml tubes

24 Centrifuge the tubes for 10 nun at 2000 rpm 4C precooled centrifuge

25 L.abeling and preparation of dilution tubes and colony dishes

load 6660 mmpetri 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

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

27 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

29 Centrifuge tubes for 10 mm at 2000 rpm 4C
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30 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

31 Determine cell concentration by transfering 100 pl to Coulter cup

32 Vortex tube transfer 0.5 ml into dilusion 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

33 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

34 Transfer 200 ij1 of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail Aquasol

35 Incubate pethdishes for week

36 Count vials for radioactivity Date/Time
b3fOs7qP J2--o

37 After week wash colonies times with normal IX saline and times with methanol

Stain colonies with 0.05% crystal violet

38 Count colonies There must be between 25 and 2O colonies for the dish to be valid data

point
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%it PAGE

ER 10143 HOWELL PRESET TINE 1.00 TUE 02 MAR 1999 1128
MPLE REPEAT CYCLE REPEAT 5CR RS232 iN

AQCN QCFN RCMN
CHANNEL 1-LL LJL 400 2SIGPIA 2.00 8KG SUB 0.00 8KG 2SIG 0.00 LSR

DATA CALC CPM UNKNOWN REPL CATES $ORM FACTOR 00000

HALF LIFE DAYS

SAM P08 CH CMI 2SIGX TIME TIME AVG ERR

41 513.00 55.47 1.00 1.75 55.0

1.gi.oo 60.30 1.00 3.67 58.0

10.00 63.25 1.00 5.56 57.0
44.00 53.45 1.00 7.44 60.0

11- e6460.00 2.49 1.00 9.36 59.0
.6763.00 2.43 1.00 11.24 58.0

iI- c18768.70 1.93 0.57 12.69 59.0

P119422.86 1.98 0.52 14.09 60.0

34895.38 1.88 0.33 15.28 59.0

10 l0 15138952.73 1.93 0.28 16.42 58.0

11 11 6.00 81.65 1.00 18.34 58.0

12 12 QlQ2.00 57.74 1.00 20.22 58.0

13 18.00 47.14 1.00 22.17 t.o
14 1.8.oo 70.71 1.00 24.05 56.0

15 ç5830.OO 2.62 1.00 25.93 58.0

16 ir.ti.oo 2.54 1.00 27.87 61.0

17 c17376.00 1.92 0.62 29.37 59.0
l9792.3B 1.96 0.52 30.77 60.0

536273.84 1.84 0.33 31.96 62.0

20 1t42583.33 1.98 0.24 33.12 60.0

21 ç7.00 75.59 1.00 35.03 59.0

22 10 lMt7.00 75.59 1.00 36.97 60.0

23 l1 8.00 70.71 1.00 38.84 59.0

24 12 %tuto.oo 63.25 1.00 40.72 61.0

25 6714.00 2.44 1.00 42.69 60.0

26 Mtvios.oo 2.37 1.00 44.57 64.0

27 $19396.29 1.95 0.54 46.03 .62.0

28 41- 1i49896.29 1.93 0.54 47.49 64.0

29 539543.40 1.95 0.26 48.57 60.0

30 lM43090.91 1.84 0.28 49.71 64.0
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TABLE-i

Expt DatelTime o3/oy I3o

Tube II Medium count for 30 ul Avg cpm dpm jiCiiml AJ iCiJmtA0

cpm on counting on addition

1I 10171 O1527

iqePl5 237 04410

1253 01387

8s8 Or23

10 3t2 05 OjIo

12-

t03O

OZ24 O4S3
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-m2_
io H3 HJEL.L PRESET TIME 00

1PL.E FEPEA CYCI_E REPEAT SC
0C QCFN RCMN

IL UL. 400 2s1 GMA 00

DATA CALC CFM UNKNOWN REFL ICATES

HALF LIFE DAYS

RS232

FRI 05 MAR 1999 1237

81t3 sur 0. 00 8KG 2SIri 00 L.SR

NORM FACTOR

SAM P08 CH LFM 2SI8 TIME EL_ TI ME AV3 ERR

pA3E

-- B.0 10.71 1.00 1.75 78.0

22.00 42.64 100 3.63 86.0

11O0 6030 1.00 5..52 61.0

3.00 115.5 100 740 59.0

30757.33 1.86 0..38 13.64 84.0
i--19763 81 1.96 0.52 10.04 62.0

ç56471.1i i..77 0.23 11.13 63.0

81t-..7957. 89 1.91 19 12.24 42.0

-- 34l89 147 0.14 1331 88.0

10 10 i437280_0O 1.53 0.12 14.31 61.0

11 -l -1514 00 14 1.00 16. 18 63.0

12 -12 5OL.00 5.16 1.00 18 02 63.0

13 w- ç154..00 1412 1.00 1995 400
14 745 00 16 61 100 21.83 6i

15 21172.63 1.99 0.48 23.18 63.0

16 t3651 .76 1.99 0.43 24.47 40.0

17 52715.55 1.84 0. 23 25 57 44fl

i818857 .98 U. 18 26.61 64.0

çLO3464_00 .1.72 0.12 2761 64.0

20 -- 1t29i23 90 1.86 11

21 --- ç1397.00 535 1.00 .o_ 64.0

1U C-J532_ 00 11 00 32.30 62.0

23 -1 40.00 31 62 1. 00 34 18 81 .0

24 --12 56 00 26 73 1.00 36 02 77.0

27408.00 1.99 38 77.C

26 2814872 1.91 CL39 38.61 80.0

27 86888.41 1.83 0.14 39.67 77.0

213 ii 4768 12 1.85 14 4C 72 78.0

29 ç193952 00 1.28 12 41.74 137.

30 ..J 63079.66 147 11 42.88 8CL0

BOOl 655



TABLE-2

Tube Radioactivity for 200 ul cell Avg cpm dpm pCi/mi pCi/mi A0
suspension

on counting after 12

cpm incubation

2-524o 1ISi5
5VLf j3

1357s5 2-y55LJ 047o4

4471 O-O77f

5545J

10 04II4

Expt DatelTime 03/0579y I2.d

1777

I75/5

3111

274t31

O2q1o

O6I5
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TABLE-3

Expt DateTime o3/O/f9

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

suspension
count luCi/mi xlQ

4000 Cells/mi

4b 4.q5 f7g 733 OO45J

f1 1-5w 41 i-a 73

5q 577 oOo

44- 42 437 I75Ofr OOf.3ij-

44cc zj 4-42----
JyIooo O1057

10
51F0 55q 4-7 4r 21q46 Oi75

LI

560

G7j

50/ S4-2-- 5o 22..62-4f O043f

2-S

-y-q 53
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TABLE-4

Expt Date O3I1z/q

Tube.dilution Colony Colony Colony Avg Colony SF

l2.. 16t

2--2 is_

32- 17 97
i2_ 0131

73 3o O33

003

2- I5 15O

Z5

25 Ooo3

ioi Ooe O-oo7

tf.2.._ Go C7 t7L_jç toG
I2-1_ /5

.2Jt

II9- 2o 47

VM
9.7

35
O0o17

-t OOoe4C
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