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V79 COLONY FORMING ASSAY

Experiment Name : 3HTdR toxicity (cluster, 50% labeling) . Exp. #: 4
. Investigator: 1¢- Hoeed] ‘ Date: ¢ /28/01

Serum/Lot #s: Gibco botH 10222985 for HMEMA and MEND

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from one 225 cm’ flasks, subcultured 1:2 the day before) with PBS-PS, trypsinize cells with
2 ml trypsin 3 min at 37°C, resuspend in 10 ml MEMB, pool, pass five times through 10 cc
syringe with 21 gauge needle, perform cell count by transferring 100 ul in Coulter cup
containing 20 ml Isotone II (Coulter balanced electrolyte solution).

2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : 2.28* o’ cells/mi)

A -
%?2«;] iooif celts 5-‘ le\ob/mQ }i%?: 2, Z0x
100Ul Cotef 6 545472
0% Ge-£6 1§l =7 :?%-:%" =70 Meells + NI A e

3. Transfer 1 ml of cell suspension into 20 14 ml tubes (Falcon plastic test tube, 17x100 mm)
labeled 1-10 both on cap and wall
4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO3 Date/Time: 7 :00pm
5. Prepare MEMB containing radioactivity in hood
ul 3HTAR (Stock : | pCilon s/30/)+  ml MEMB
Manufacturer: NEN| NET-0272 Lot #:3j06-427 Calibration:
6. After 3-4 h, remove first set of 10 test tubes from roller and add MEMB with or without
radioactivity according to Table below. Also add 1 ml MEMB to each of second set of tubes.
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Tube # | HTAR | Cellsin | MEMB MEMB+
uCirmi | MEMB | oy 3HTAR
(ml) [160uCi/ml]
(ml)
i 1.0 1.0 0
2 1.0 L0 0
3.
4
5 10 10 | 0975 0.125
6 20 0 | 075 0.25
7 30 10 | 0625 0.375
8 40 1.0 0.5 0.5
9 60 10 | o2s 075
10 80 1.0 0 1.0
Che

7. Retumn test tubes to roller for 12-14 h.

tube)

9. After ~12-14 h incubation period, remove all tubes and centrifuge at 2000 rpm at 4°C for 10
Date/Time: :00am 6[2/o\

min (precoled-centrifirge).
10. Remove buckets from centrifuge and carefully remove 150 pl of supernatant from tubes
containing radioactivity and place in pre-labeled gamma-tubes.
11. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
12. Centrifuge tubes for 10 min at 2000 rpm, 4°C
13. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
14. Centrifuge tubes for 10 min at 2000 rpm, 4°C
15 Deecant-supernatant;-cliek-tubes;vortex; Tesuspend-in10-miof wash MEMAT
16~Centrifuge-tubes-for 10 min at 2000 rpm,4°C——
17. Decant supernatant, click tubes, vortex, resuspend unlabeled cells in 5 ml MEMA.
18. Transfer unlabeled cells to the corresponding tubes containing 2,000,000 labeled cells.

20-Syringe-the-peoled-cells 2

21. Centrifuge tubes for 10 min at 2000 rpm, 4°C.

22. Decant supernatant completely, click tubes, vortex.

23. Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps
(Helena Plastics, 400 pl) using 200 pl pipette tip.

24. Again add 200 pl ice cold MEMA, resuspend and transfer the cell suspensions in the same

Date/Time: 06/28/o(; 6-00P™
8. Next day, while test tubes are in roller label 10 gamma-tubes (13 X 100 mm VWR glass test
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polypropylene microcentrifuge tubes (Total volume ~400 ul)
_ 25. Centrifuge tubes for 5 min at 1000 rpm, 4°C
' 26. Transfer tubes at 10.5°C for 72 h. Lo:)%’l;,%r‘s&‘ake( Date/Time: [© 10 aen  &[8bI
W ul supernatant in three sets of 7 ml scintillation vials and add 6 ml liquid
scintillation cocktail (Ecoscint) from 150 ul supernatant removed earlier and count them for
2 radioactivity Date/Time: [0:00 o &[73fo(
28. After 72 h, carefully remove the supernatant from the top, resuspend 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 m! wash MEMA by using Pasteur pipette
Date/Time: (o ID e~ 7/, .2[0 [
29. Again add 200 I wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in 12 ml tubes '

30. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

31. Labeling and preparation of dilution tubes and colony dishes
- load 60 mm tissue culture dishes with 4 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,
24,25,X.2,X3,X4,X.5 etc.

32. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
33. Centrifuge tubes for 10 min at 2000 rpm, 4°C
‘ 34. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

35. Centrifuge tubes for 10 min at 2000 rpm, 4°C

36. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
through 5 cc syringe with 21 gauge needle

37. Determine cell concentration by transferring 100 pl to Coulter cup

38. Vortex tube, transfer 0.5 m! into dilution 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.

39. Transfer 1 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.

40. Transfer 200 pl of cell suspension (in triplicate) to}ffml scintillation vial containing 6 ml
cocktail (Ecolume)

41. Incubate tissue culture dishes for 1 week

42. Count vials for radioactivity Date/Time: 7/3 /o f 1702

43. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with 0.05% crystal violet

44. Count colonies. There must be between 25 and 250 colonies for the dish to be a valid data

. point.

enafr 210 calls o TTS Flask W 12.5L HEMA (same lot)
Lor HPRT o,scgress{or‘
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'7/3 _/01 et

4

Tube Dilution Colony Counts
{ 2L 200 Iﬁ"o} 182,207
Z 200 178, 134, 179
e

5 200 (25, 107, 13%
L 200D ‘S’I; &, Gl

7 200 13, 121, jos
< 200 17, 100, 104
N 200 u3,31, 02
(O 200 72 ,7% 72
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QORC v ‘s ea:,’-\. #

TABLE-3

4 6/29/0\

Expt. # : WEEIESING

V19, HTof\é,

Date/Time : jul\/ 2,205

Tube #| Coulter count for 100 ul cell Avg. count Cells/ml i/cell
suspension Avg. cout
x 400){ ~Bekyn

1 3333, 991o0, €59 3908 666 0,51

2 A93¢, toolh, 10032 4 006533 | 0.5

3 | —No SAMPLE - >

4 N0 SAMPLE — =

3 J36T, 9084, §>339 264453% | D, 56

6 9603, 9505, 9643 3840900 | 0,53

7 9080, 335, 9210 2LFE Y33 | 0.5¢4

8 161% 4596, 243 2¢126% | 0,53

> | %609, 9539, Q424 3412667 | 559

10 ey, 8699, G 3495 46F | O

7

Belge- A4 210 TS flast
Moste - 500 /*‘ {or HPRT expresiior

(dey 0)
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. riment:

efTime:

Tube

—

Tube

-—

#

DOWONO UL WN =

#

QOO No LA WN=

1st

9779
9996

9369
9687
9080
9613
8609
8744

Predicted
# Cells
Seeded

200
200
200
200
200
200
200
200
200
200

4
HiHHH##
Coulter count
2nd 3rd
9910 9659
10014 10072
9004 8934
9505 9647
9335 9210
9596 9431
8598 8421
8699 8716
Actual
#Cells st
Seeded
391 180
401 178
#DIV/O!
#DIV/O!
364 125
384 81
368 113
381 117
341 113
348 72

Average Cells/ml

9783
10027
#DIV/O!
#DIV/0!
9102
9613
9208
9547
8543
8720

3908667
4006533
#DIV/0!

#DIV/O!

3636533
3840800
3678933
3814267
3412667
3483467

Colony count

2nd

182
179

109
81
121
100
89
78

3rd

207

133
91
105
104
112
72

CoulterSurvival

1st

Average

185

#DIV/0!
#DIv/0!

122

84

113

107

105

74

Hemocytometer Count in Grid

2nd

PE (%)

46.796

#DIV/O!

#DIv/o!
33.640
21.957
30.715
28.053
30.670
21.243

3rd

SF

4th

SF

Uncorrected Corrected

1.00

#DIV/Q!

#DIV/0!
0.6605
0.4554
0.6102
0.5778
0.5652
0.3996

1.0000

#DIV/0!

#DIV/O!
0.7189
0.4692
0.6564
0.5995
0.6554
0.4540
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