
Exp

Date 11/12/98

V79 COLONY FORMING ASSAY

Experiment Name 3HTdR toxicity cluster 100% labeling

Investigator Bishayee

Settf37C incubator with 5% CO2 set the Coulter Counter wash cells from two

150 subcultured 12 24h before with PBS trypsinize cells each resuspend in

ml MFMB pooi 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 4000000 cells/mi in MEMB count
coo cells/mi

Transfer ml of cell suspension into ten ml tubes Falcon plastic test tube 12x75 mm
labeled 1-10 both on cap and wall

Keep the tubes in the shaker shaking mode interval for 3-4 bat 37C 5% CO2

DaLei1ime
iI/p_/4 30 f17L

Prepare MEMB containing radioactivity in hood

j.il
3HTdR Stock j.tCilj.il on iIfi-l1 ml MEMB

After 3-4 remove test tubes from shaker and add MEMB with or without radioactivity

according to Table below DatelTime lIfi2 7_oO PM

Tube 3HTdR Cells in MEMB

uCi/ml

MEMB
ml MEMB

ml
3HTdR

ml

1.0 1.0

1.0 1.0

0.01 1.0 0.995 0.005

0.05 1.0 0.975 0.025

0.1 1.0 0.950 0.050

0.2 1.0 0.900 0.100

0.5 1.0 0.750 0.250

0.75 1.0 0.625 0.375

1.0 0.500 0.500

10 1.0
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Return test tubes to shaker for 12
Iate/Tjzne niNext day while test tubes are in shaker label 10 gamma-tubes 13 100 mm VWR

glass testtube

After 12
incubation period remove tubes and

centrifuge at 2000 rpm at 4C for 10 mm

DatelTime jcg-10 Remove buckets from
centrifuge and

carefully remove 150 p1 of supernatnt and
place inprelabeled gamma-tue

11 Decant supemat click tubes vortex resuspend in ml wash MEMA
Ceiriæige ties for Otnn t2tXN rpm 4C

13 Decant supematarit click tubes vortex resuspend in nil wash MEMA
14

Centrifuge tubes for 10 mm at 2000 rpm 4C
15 Decant

supernatant click tubes vortex resuspend in nil wash MEMA
16 Centrifuge tubes for 10 mm at 2000 rpm 4C
l7.Decant supematant click tubes vortex resuspend in ml of MEMA
18 Centrifuge tubes for 10 mm at 2000 rpm 4C
19 Decant supernatant click tubesvortex transfer the ccl suspension in

polypropylene
microcentrifuge tubes with attached caps Helena Plastics 400 UI using 200 ul pipet tips20 Again add 200 uI jccoid MEMA

resusperid and transfer the cell Suspensions in the same
polypropylene microcentrifuge tubes Total volume 400 ul21 Centrifuge tubes for mm at 1000 rpm 4C

22 Transfer tubes at 10C for 72 DatelTjme I- 3023 Transfer 30 ul supernatant in three sets of 20 ml scintillation vials Containing ml
liquidscintillation cocktail Aquasol from 150 ul

supernatant removed earlier Step 10 and countthem for
radioactivity Dateflime

hf 13/24 After 72
carefully remove the supematant from the top resuspend pellet in 200 ul washMEMA and transfer the content to ten 12 ml tubes Falcon plastic test tube 17x100 mm

labeled 1-10 both on cap and wall containmg 10 ml wash MEMA by using pasteur pipet

DatelTime///i/Ts 4-.25 Again add 200 ul wash MEMA in microcentrifuge tubes resusperid and transfer the cell

suspensions in 12 ml tubes

26 Centrifuge the tubes for 10 nun at 2000 rpm 4C p_recoo/ed centrifgJ27
L.abeling and preparation of dilution tubes and colony dishes

load 66 60 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 2.32.4 2.5 X.2 X.3 X.4 X.5 etc

28 Decant supematant 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 10 ml wash MEMA

31 Centrifuge tubes for 10 mm at 2000 rpm 4C

32 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

33 Determine cell concentration by transfering 100 jil to Coulter cup

34 Vortex tube transfer 05 ml into dilusion tube X.5 vortex tube X.5 transfer 05 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

35 Transfer mjfrom dilution tubes into dishes labeled X.2 X.3 X.4 in triplicate Only X.2

shouA seeded for control T-tubes

36 TransferO0 tl of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail Aquasol

37 Incubate petridishes for week

38 Count vials for radioactivity flatelTime 4/jq
39 After week wash colonies times with normal 1X saliie and times with methanol

Stain colonies with 0.05% crystal violet JtJ
40 Count colonies There must be between 25 and 250 colonies for the fak to be valid data

point
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FOB CII CPM 2SIGZ TIME EL TIME IWO HI ERR

32 1640.00 4.9445 1.00 27.12 57.0
1654.00 4.92
1662.00 4.91

33 1407.00 5.334M 1.00 29.01 57.0
1423.00 5.30
1433.00 5.29

34 3023.00 3.644 1.00 30.95 57.0
3034.00 3.63
3037.00 3.63

35 3192.00 3.544 1.00 32.69 60.0
3204.00 3.53
3211.00 3.53

36 3159.00 3.564K 1.00 34.53 62.0
3170.00 3.55
3176.00 3.55

37 7292.00 2.34-1M 1.00 36.42 63.0
7303.00 2.34
7314.00 2.34

38 9121.00 2.22-7K 2.00 39.32 62.0
9135.00 2.22
8142.00 2.22

39 7966.00 2.251K 1.00 40.37 62.0
7862.00 2.25

7806.00 2.25
ajO 10846.81 1.96 0.94 42.24 39.0

10964.89 1.98

10877.66 1.90
41 11it 12105.08 1.974fl 0.85 43.77 60.0

12114.12 1.97

12122.35 1.97
42 12 11699.42 i.q6N 0.87 45.48 63.0

11715.61 1.99
11726.01 1.99

43 41 14736.55 1.93-40.72 47.01 56.0
14753.10 1.93
14765.52 1.93

44 16312.31 1.94411 0.65 48.35 59.0

16336.92 1.94

16347.69 1.94
45 16329.69 l.96-4M 0.64 49.93 59.0

16345.31 1.96
16351.56 1.96

46 29225.64 1.8710.39 51.26 58.0

29246.67 1.87

29271.80 1.87

47 41 32123.07 1.94-uflO.33 52.32 50.0

32153.94 1.96

32163.07 1.96

48 32916.92 1.93M0.33 53.37 56.0

32978.46 1.93
32990.77 1.93

BOOl 704



/uJcL/

o7qy yO

TABLE-i

Expt DatelTime
ai/ J3fqg

Tube Medium count

fiOu1
Avg cpm dpm ji

Ci/mi CiIml A0

cpm on counting on addition

ie

eq 2.j

gi 7S3

843 81/
525 l42_ .Q.57 OO1j

i- I1t.O IIf7 i5I 233 Q4us O035

3D3 3frU 3s 31 2.4 48 072

7L9l 7g 773 O3 O171

o- u.10c111.i1 11550 1772 ci5 o7
14734 i57q3 1094 o3-t-

10

2M2-2 32-i i3 32M/ç 31424.3 4134-o.5 072-5
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-S

DateTime I1///Q 4g Pa

Tube if Radioactivity for 200 ul cell Avg cpm dpm Ci/mi ttCilml A0
suspension

cpm/0.65 on counting after 12

cpm incubation

49.7 0000%5

2-3u oOs2J

3343 4-qii--3 OOIWa

Go 57

2..o 2-1 0457

2J4o3 33os.g o0743

2.3301- S852_ Ooo7
10

34o7 q754 O2-I7

Go$37o

TABLE-2

Expt if
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TABLE-3

DatelTime

iiib Coulter count for 100 u1 cell Avg count Cells/mi pCiJcell

suspension
count xiQ

40001 Cells/mill

tS 2-5 24
-510b

Ss 5T- 22-G333 00004-2.

a53 bI3 4-7
37 SSo 000202F

52 5j S70 ooo4g-

0I1-
2444000 0o-j

52_k sg- 2-Sobo 02.1

573 Si
S1-çz

2-i O0337

/j 77 2.141333 0O2.Ff3

10 37 g- 42-7
oo875o

L9/ t4O4LC/

Expt
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TABLE-4

Expt

Coony Counts and Survival Fraction

Date

Tube.dilution Colony Colony Colony Avg colony SF

ii IO

2-2--

41 4L
52 4-3 40 33

33 27 Jo

7_ 2-S 2-3 23 O2
-2- 21-

2- o2j3j

141 131

ft3
53
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