
COLONY FORMING HPRT ASSAY FOR V79 CELLS

Experiment Name 100 cluster 3HTdR Exp

Investigator Lenarczyk Date June 21 2001

Day 1st

Set the rocker-roller at 37C incubator with 5% CU2 set the Coulter Counter wash cells

from two 150 cm2 flasks sub-cultured 15x 106 cells/T 175 flask 24h before harvested

flask app 30.6 xlO6 cells flask app 28.5 106 cells with PBS crypsinize

cells each re-suspend in 15 ml MEMB spin them down 2K rpm 4oC re-suspend

cells in 15 ml MEMB pass 5x through 10cc syringe with 21 gauge needle count the

cells using Couter counter 100 p1 cell suspension /20 ml Isotone

Dilute to 4000000 cells/mI in MEMB count 952 800 cells/mE

coulter count 198 12 13 400

Transfer ml of cell suspension into ten 12 ml tubes Falcon plastic test tube 17x 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 June 21 2001/

1615
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Prepare MEMB containing radioactivity in hood

64 p1 3HTdR Stock pCi4il on May 30 2001 3935 p1 MEMB

Lot 3106427

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

according to Table below

Date/Time June 21 2001 /1930

Tube 3HTdR Cells in MEMB

uCi/mi nil MEMB
ml 3HTdR

ml

uCi/mi

1.0 1.0

1.0 1.0

1.0 0.875 0.125

2.0 1.0 0.750 0.250

3.0 1.0 0.685 0.315

4.0 1.0 0.500 0.500

5.0 1.0 0.375 0.625

6.0 1.0 0.150 0.750

7.0 1.0 0.125 0.875

10 8.0 1.0

Return test tubes to roller for 12 Date/Time June 21 2001 1945
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Day 2nd

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 centrtfuie

Date/Time May 22 2001 945 3.5 hrs

10 Remove buckets from centrifuge and carefu ly remove 150
til

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 mm 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 supematant click tubes vortex re-suspend in 10 ml standard culture MEMA

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

17 Decant supernatant click tubes vortex and using 200 p1 tips transfer the cells in

polypropylene micro-centrifuge tubes Helena tube 400 p1

18 Again add 200 p1
ice cold standard cultute MEMA pipet 1-2 times transfer the

remaining cell in the same polypropylene micro-centrifuge tubes Total volume 400 ul

19 Centrifuge tubes for mm at 1000 rpm 4C

20 Transfer Hellena tubes at 10.5C for 72

Date/Time June 22 2001 1130

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

scintillation cocktail EcoLume from 150 ul supernatant removed earlier Step 10 and count

them for radioactivity

transfered on Datef rime June 22 2001/ 1200

counted on Date/time

Day 5th

22 After 72 carefully remove the supernatant from the top vortex pellet and transfer the cells

suspension to ten 12 ml tubes Falcon plastic test tube 17x100 mmlabeled 1-10 both on cap

and wall containing 10 ml wash MEMA by using Pasteur pipet

Date/Time June 25 2001/

23 Again add 200 ul wash MEMA in micro-centrifuge tubes resuspend and transfer the cell

suspensions in 12 ml tubes

24 Centrifuge the tubes for 10 mm at 2000 rpm 4C p.recooled centrifuei
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USER IDH3 HOWELL PRESET TIME 1.00
SNIPI .E REPEAT CYCLE REPEAT 5CR R5232
HIP AQCN QCFiN RCMN
CHANNEL 1LL UL 400 2SI8MA 2.00
DATA CALC CPPI UNKNOWN REPLICATES
HALF LIFEDAYSflN

SAM POE CH CPM 2S18Z TIME EL TIME AVG HIP ERR

MON 25 JUN 2001 17.48

BKG SUB 0.00 8KG 2518 0.00 LSR
NORM FACTOR 00000

w- 12.00 57.74 1.00 1.48 83.0
12.00 57.74 1.00 3.05 85.0
8.00 70.71 1.00 4.62 85.0

tS.00 50.00 1.00 6.24 83.0
13.00 55.47 1.00 7.81 85.0

11 10.00 63.25 1.00 9.43 85.0
25302.50 1.99 0.40 10.38 84.0
26307.50 1.95 0.40 11.34 84.0
25827.50 1.91 0.40 12.29 85.0

10 11jO 56520.00 1.88 0.20 13.04 85.0
11 11 57720.00 1.86 0.20 13.84 86.0
12 12 55025.00 1.91 0.20 14.60 84.0
13 13 63620.00 1.77 0.20 15.41 85.0
14 14 71260.00 1.93 0.15 16.11 80.0
15 15 75320.00 1.88 0.15 16.81 80.0
16 16 107693.33 1.57 0.15 17.51 80.0
17 17 116799.99 1.51 0.15 18.21 82.0
18 11-IS 107426.68 1.50 0.15 18.91 8.1.0

19 29 131840.00 1.42 0.15 19.67 84.0
20 29 122099.99 1.48 0.15 20.38 82.0
2S 29 112713.33 1.54 0.15 21.08 81.0
22 29 160500.00 1.29 0.15 21.79 87.0
23 29 154653.33 1.31 0.15 22.50 84.0
24 29 157540.00 1.59 0.10 23.21 84.0
25 29 1æ13.33 1.24 0.15 23.92 85.0
26 29 188666.66 1.19 0.15 24.63 86.0
27 29 210719.98 1.12 0.15 25.33 85.0
28 2910 204693.33 1.14 0.15 26.04 85.0
29 2911 194426.66 1.17 0.15 26.75 82.0

tt t.1
/fedC.tt4 cboer
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USER IDH3 HOWELL PRESET TIMEs 1.00 TUE 26 JUN 2001 O8
SAMPLE REPEAT CvtLE REPEAT 6CR RS232
Hit AQCN QCFN RCMN
CHANNEL 1LL LL 400 2SIGMA 2.Q0 8KG RUB 0.00 8KG 2SIG 0.00 tSR
DATA CALC CPM UNKNOWN REPLICATES N3tM FACTOR 00000

HALF LIFEDAYSHN

SAM P08 CH CR11 2918% TI EL TIME AVG Hit ERR

15.00 51.64 1.00 1.47 94.0
12.00 57.74 1.00 3.10 84.0
16.00 50.00 1.00 4.68 84.0
12.00 57.74 1.00 6.29 83.0
10.00 63.25 1.00 7.85 94.0
15.00 51.64 1.00 9.47 4.0

25197.50 1.99 0.40 10.42 E3.0
41 26107.50 1.96 0.40 11.43 83.0

25730.00 1.97 0.40 12.38 84.0
10 ntO 56365.00 1.89 0.20 13.18 84.0
11 11 57645.00 1.86 0.20 13.98 85.0
12 12 54430.00 1.92 0.20 14.78 84.0
13 4113 66280.00 1.74 0.20 15.54 85.0
14 14 70886.66 1.94 0.15 16.24 80.0
15 15 75413.33 1.AS 0.15 16.94 81.0
16 nlà 109086.66 1.56 0.15 17.64 80.0
t7 nli 116219.99 1.51 0.15 18.35 82.0
18 18 107719.99 1.57 0.15 19.06 80.0
19 29 129510.00 1.76 0.10 19.82 85.0
20 29 120706.66 1.49 0.15 20.52 81.0
21 29 114100.00 1.87 0.10 21.23 82.0
22 27 t61790.00 1.57 0.10 21.94 86.0
23 29 1571H0.00 1.60 0.10 22.65 83.0
24 29- lSflOO.0O 1.30 0.15 23.36 85.0
25 29 1737.30.00 1.52 0.10 44.07 84.0
26 29 189450.fl0 1.45 0.10 24.78 85.0
27 29 212826.66 1.12 0.15 25.48 85.0
28 2910 206853.33 1.14 0.15 26.20 84.0
29 2911 195930.00 1.43 0.10 26.91 83.0
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USER 1fl.143 HOWELL PRESET TIME 1.00 TUE 26 JUN 2001 0924
SAMPLE REPEAT CYCLE REPEAT 5CR RS232
11 AQC.N QCFN RCM
CHANNEL 1LL LJLi 400 2SXGMA 2.00 EKE SliBi 0.00 1316 281G fl.flO L$4
DATA CALC CPPI UNKNOWN REPLICATES NORM FACTOR 00000
HALF .-DAYSN

400
SAM PUS CH CPM 23113% EL TIME AVG Hit ERR

10.00 63.25 1.00 1.42 90.0
18.00 47.14 1.00 3.00 31.0
13.00 55.47 1.00 4.62 87.0
11.00 60.30 1.00 6.19 87.0
11.00 60.30 1.00 7.76 89.0
15.00 51.64 1.00 9.33 87.0

831.00 6.94 1.00 10.89 86.0
1304.00 5.54 1.00 12.45 89.0
1454.00 5.25 1.00 14.01 90.0

10 10 2546.00 3.96 1.00 15.57 90.0
11 nIl 2218.00 4.25 1.00 17.19 91.0
12 12 3306.00 3.48 1.00 18.75 91.0
13 13 3097.00 3.59 1.00 20.32 90.0
14 ie14 3894.00 3.21 1.00 21.94 92.0
15 15 3133.00 3.57 1.00 23.57 89.0
16 nlà 4604.00 2.95 1.00 25.13 90.0
17 17 3612.00 3.53 1.00 26.70 88.0
18 18 8886.00 2.12 1.00 28.28 95.0
19 8236.00 2.20 1.00 29.90 91.0
20 8051.00 2.23 1.00 31.47 92.0
21 5440.00 2.71 1.00 33.04 88.0
22 8920.00 2.12 1.00 34.60 92.0
23 11633.33 1.95 0.90 36.07 97.0
24 9710.00 2.03 1.00 37.63 93.0
25 10669.47 1.99 0.95 39.17 90.0
26 8706.00 2.14 1.00 40.72 92.0
27 8046.00 2.23 1.00 42.30 91.0
28 10 11911.76 1.99 0.85 43.71 94.0
29 11 7029.00 2.59 1.00 45.27 87.0
30 012 13857.33 1.96 0.75 46.59 94.0
31 13 29548.57 1.97 0.35 47.55 0.0
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USER IDH3 HOWELL PRESET TIME 1.00 WED 27 JUN 2001 1305
SAMPLE REPEAT CYCLE REPEAT 8CR RS232

AQCN QCFN RCMN
CHANNEL 1LL UL 400 2SI8MA 2.00 8KG SUB 0.00 818 2S18 0.00 LSR
DATA CALCi CPM UNKNOWN REPLICATES NORM FACTOR 1.00000
HALF LIFECDAYSflN

SAM P06 CH CPM 2518% TIME /EL TIME AVG ERR

9.00 66.67 1.00 1.47 84.0
7.00 75.59 1.00 3.04 86.0
7.00 75.59 1.00 4.66 85.0

10.00 63.25 1.00 6.28 85.0
10.00 63.25 1.00 7.85 86.0
8.00 70.71 1.00 9.48 86.0

25617.50 1.96 0.40 10.48 86.0
41 27330.00 1.91 0.40 11.43 85.0

26747.50 1.93 0.40 12.44 66.0
10 10 57315.00 1.87 0.20 13.24 86.0
11 11 39975.00 1.83 0.20 14.05 86.0
12 41-12 56055.00 1.89 0.20 14.81 86.0
13 13 65970.00 1.74 0.20 15.56 86.0
14 14 73366.66 1.91 0.15 16.26 81.0
15 15 77960.00 1.85 0.15 16.96 82.0
16 16 110206.66 1.56 0.15 17.66 82.0
17 17 118459.99 1.50 0.15 18.38 83.0
18 18 109739.99 1.56 0..15 19.08 82.0
19 28 132220.00 1.42 0.15 19.83 86.0
20 28 123766.66 1.47 0.15 20.54 83.0
21 28 115486.66 1.52 0.15 21.25 84.0
22 28 160953.33 1.29 0.15 21.96 88.0
23 28 161346.64 1.29 0.15 22.67 85.0
24 28 160040.00 1.58 0.10 23.38 87.0
25 28- 178386.66 1.22 0.15 24.08 86.0
26 28 190120.00 1.18 0.15 24.7q 86.0
27 28 213459.98 1.12 0.15 25.50 86.0
28 2810 205079.98 1.14 0.15 26.22 86.0
29 2811 204680.00 1.40 0.10 26.94 84.0
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CoulterSurvival

Tube Coulter count Average Cells/mi

1st 2nd 3rd

6003 5803 5903 2358000

5067 5096 4980 5048 2015867

6270 6373 6309 6317 2523733

5934 5676 5619 5743 2294000

5904 5828 5686 5806 2319200

5903 5821 5843 5856 2339067

5438 5627 5667 5577 2227733

5456 5370 5454 5427 2167467

5410 5410 2160800

10 5637 5639 5497 5558 2219867

Hemocytometer Count in Grid

1st 2nd 3rd 4th

Tube Predicted Actual

Cells Cells

Seeded Seeded

Colony count

2nd 3rd

SF SF

Uncorrected Corrected

200 236

200 202

200 252

200 229

200 232

200 234

200 223

200 217

200 216

10 200 222

78 72

97 107

58 61

68 51

61 39

57 42

43 47

47 55

61 61

85 3867

93 99 39.228

57 59 25.574

63 61 26.158

49 50 21.234

39 46 20.649

34 41 19.070

49 50 23.294

62 58 26.128

1.00 1.0000

1.1647 1.0093

0.6902 0.6580

0.7137 0.6730

0.5843 0.5463

0.5412 0.5313

0.4863 0.4906

0.5922 0.5993

0.6824 0.6722

ument

eiTime

37063

1St

Average PE

100 90

BOl 9626
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