
V79 COLONY FORMING ASSAY

Experiment Name 100 cluster 3HTdR Exp
Investigator Lenarczyk Date

May 2001

Set the rocker-roller at 37C incubator with 5% CO2 set the Coulter Counter wash cells

from two 150 cm2 flasks sub-cultured 20x106 cells/flask 24h before with PBS

trypsinize cells each re-suspend in ml MEMB poss 5x through 10 cc syringe with 21

gauge needle count the cells using Couter counter l00 ul cell suspension 20 ml Isotone

Dilute to 4000000 cells/mi in MEMB count 20o Oo celis/ml

IO-4 I3L4/ -2 j/
Transfer ml of cell suspension into ten 12 ml tubes Falcon plastic test tube 7x 100 mm

labeled 1-10 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2 Date/Time May
2001/1820
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Prepare MEMB containing radioactivity in hood

60 tl 3HTcIR Stock .tCi4il on ml MEMB

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

according to Table below

DatefJime May 2001

Tube 3HTdR Cells in MEMB

uCi/mi
MEMB

ml MEMB
ml 3dR

ml

uCi/mil

1.0 1.0

1.0 1.0

1.0 0.830 0.170

1.5 1.0 0.750 0.250

2.0 1.0 0.670 0.330

2.5 1.0 0.680 0.420

3.0 1.0 0.500 0.500

4.0 1.0 0.330 0.670

5.0 1.0 0.170 0.830

10 6.0 1.0

Return test tubes to roller for 12 Ii

Date/Time May 32001/ 2O
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Next day while test tubes are in roller label 10 gamma-tubes 13 100mm VWR glass test

tube

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

precooled centrifuge

Date/Time May 2001/ 10

10 Remove buckets from centrifuge and carefully remove 150 p1 of supernatant and place in pre

labeled gamma-tube

11 Decant supernatant click tubes vortex re-suspend in 10 ml wash MEMA
12 Centrifuge tubes for 10 miii at 2000 rpm 4C
13 Decant supernatant click tubes vortex re-suspend in 10 ml wash MEMA
14 Centrifuge tubes for 10 mm at 2000 rpm 4C
15 Decant supernatant click tubes vortex re-suspend in 10 ml wash MEMA
16 Centrifuge tubes for 10 mm at 2000 rpm 4C
17.Decant supernatant click tubes vortex re-suspend in ml of MEMA
18 Centrifuge tubes for 10 mm at 2000 rpm 4C
19 Decant supernatant click tubes vortex transfer the cell suspension in polypropylene micro-

centrifuge tubes with attached caps Helena Plastics 400 UI using 200 ul pipet tips

20 Again add 200 ul ice cold MEMA re-suspend and transfer the cell suspensions in the same

polypropylene micro-centrifuge tubes Total volume 400 ul

21 Centrifuge tubes for mm at 1000 rpm 4C
22 Transfer tubes at 10C for 72

Date/Time 14Y L1 oo
23 Transfer 30 ul supernatant in three sets of 20 ml scintillation vials containing ml liquid

scintillation cocktail EcoLume from 150 iii supematant removed earlier Step 10 and count

them for radioactivity Date/Time MAY 7001/

24 After 72 carefully remove the supennatant from the top re-suspend pellet in 200 ul wash

MEMA and transfer the content to ten 12 ml tubes Falcon plastic test tube 7x 100 mm
labeled 1-10 both on cap and wall containing 10 ml wash MEMA by using pasteur pipet

Date/Time 1/iY 2oo/ oo
125 Again add 200 ul wash MEMA in micro-centrifuge tubes re-suspend and transfer the cell

suspensions in 12 ml tubes

126
Centrifuge the tubes for 10 mm at 2000 rpm 4C precooled centrifuge

\J 27 Labeling and preparation of dilution tubes and colony dishes

load 66 60 mm petni dishes with ml MEMA
load 40 sterile tubes with 4.5 mIMEMA and label them 1.21.3 1.4 1.5 2.22.3

2.4 2.5 X.2 X.3 X.4 X.5 etc
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28 Decant supernatant click tubes vortex re-suspend in 10 ml wash MEMA

29 Centrifuge tubes for 10 mm at 2000 rpm 4C

/3O Decant supernatant click tubes vortex re-suspend in 10 ml wash MEMA

tJ3 Centrifuge tubes for 10 mm at 2000 rpm 4C

32 Decant supematant click tubes vortex re-suspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

sJ 33 Determine cell concentration by Coulter counting 100 il cell suspension 20 ml Isotone II

34 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

35 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

36 Transfer 200
j.tl

of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail EcoLume

37 Incubate P60s for week

38 Count vials for radioactivity Date/Time

39 After week wash colonies times with normal 1X saline and times with methanol

Stain colonies with 0.05% crystal violet

40 Count colonies There must be between 25 and 250 colonies for the dish to be valid data

point

pke c.0cL1.c/ 1I
frf 2oct

1i
Il ak J-Ltt T1 txCt4oL
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TABLE-3

Exjit L/7 toz3 Date/Time 4y /c/

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

suspension

count
fCi/m.x1O6

x4Ot

A7 22 S6

7flL 275t6

633 go OcW

74i 25533 O%

7-c951 5/C L23 29OOO O3

39

59o S6 33 Oi

21o

10 2S8
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TABLE-4

Expt Date

Tube.dilution Colony Colony Colony Avg Colony SF
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CoulterSurvjval

riment

e/Time

Tube Coulter count

1st 2nd 3rd

6479 6522

7117 6864

6336 6410

7404 7377

7595 7546

6399 6607

5950 6039

6655 6821

5587 5416

10 7052 7258

6564 6522 2605467

6859 6947 2775467

6373 6373 2546000

7432 7404 2958533

7263 7468 2984000

6325 6444 2574267

5761 5917 2363467

6607 6694 2674533

5598 5534 2210267

7144 7151 2857333

Hemocytometer Count in Grid

1st 2nd 3rd 4th

Tube Predicted Actual

Cells Cells

Seeded Seeded

Average PE% SF SF

Uncorrected Corrected

37014

5/3/01

Average Cells/mi

1St

Colony count

2nd 3rd

200 261 80 78 95 85 31.531 1.00 1.0000

200 278 87 86 83

200 255 59 62 53 58 22.781 0.6837 0.7225

200 296 61 52 52 55 18.590 0.6483 0.5896

200 298 51 47 44 47 15.862 0.5580 0.5031

200 257 64 54 51 56 21 .883 0.6640 0.6940

200 236 41 33 45 40 16.783 0.4676 0.5323

200 267 59 59 61 60 22.309 0.7033 0.7075

200 221 42 48 33 41 18.550 0.4833 0.5883

10 200 286 69 76 71 72 25.198 0.8487 0.7992

BOl 9471
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Medium Activity

Activity Sample Coulter count CPM

0.000

0.000

16.621

23.704

29.467

41 .962

46.161

68.120

91 .949

103.782

Second count

21080 21150

29814 31682

37050 39913

50450 61230

62655 58785

89513 91533

111973 113726

10 120866 133246

28

12

11

27

10

conc

kBq/ml

16.621 05

23.70429

29.46684

41.96244

46.16098

68.11988

91 .94912

103.7817

3rd Mean Std Dev Std 0ev
First count

1st 2nd

13 10

19516 18031

27027 27402

31642 34666

45684 53830

53825 47648

83953 83053

99273 112750

10 111130 117413

14

11

20814

28791

37136

47784

60560

72093

110706

135713

10

10

21824

32317

41980

53895

69060

80680

124366

138546

10 2.7

19454 1392.5

27740 929.3

34481 2751.7

49099 4229.3

54011 6458.0

19700 6602.9

107576 7263.2

121419 12771.6

10 2.6

21351 410.8

31271 1301.1

39648 2475.7

55192 5505.7

63500 5189.4

87242 5771.9

116688 6706.6

130886 9073.2
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Cell suspension activity

Sample Activity

conc

Coulter count CPM

in medium First count

kBq/ml 1st 2nd

0.000

0.000 13

16.621 2917 2641

23.704 2969 3048

29.467 4278 3442

41.962 5077 4441

46.161 11143 12341

68.120 14350 15761

91 .949 18510 11655

10 103.782 15272 12911

3rd Mean Std Dev Std Dev

10

10 2.5

2779 195.2

3103 3040 67.4

4643 4121 615.7

5056 4858 361.3

10489 11324 939.2

15638 15250 781.6

11031 13732 4149.6

13858 14014 1188.2

27

1393

15

30

Second count

11

16.6210519 2476 2140

23.7042856 2437 2971

29.4668391 3971 2957

41.9624395 4449 3906

46.1609772 9452 10550

68.1198849 12129 13510

91.9491151 15584 10376

10 103.781669 13584 10576

11

18 5.4

1352 1989 576.9

2692 2700 267.1

4233 3720 673.9

4528 4294 338.6

8874 9625 851.3

13151 12930 716.5

10118 12026 3084.0

12405 12188 1515.7

59

29

10

18

26

12

BOl 9475


