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V79 COLONY FORMING ASSAY

Experiment Name : 3H,0+ 5-12.5 % DMSO;  Exp. #:2; Investigator: A. Bishayee
Date: 06/29/98 ©7/v2(48

1. Set the rocker-roller at 37°C incubator, set the Coulter Counter, wash cells (from 75 cm® flusk,
subcultured 1:2, 24h before) with PBS, trypsinize cells, resuspend in 7 ml MEMB, pass five
times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul in

Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)

2. Dilute to ~4,00,000 cells/ml in MEMB (final volume 11 ml) [Actual count : 4642 ¢ cells/ml)
3. Transfer 1 ml of cell suspension into ten 12 ml tubes (Falcon plastic test tube, 17x100 mm)
labeled 1-10 both on cap and wall

4. Roll the tubes for 3-4 hat 37°C, 5% CO,

DatelTime: 0 7/02/qyg ",

5. Obtain 3H,0 from refrigerator (25 mCi/ml) NEN Catalog # NET001C
6. After 3-4 h, remove test tubes from roller and add MEMB and/or >H,0O according to Table

4"@0P.ﬂv

below. Date/Time: o /0,, 75 §-1S pim
Tube # 3H,0 Cellsin }| MEMB 3H,0 1 Sterile MEMB | DMSO
Conc. | MEMB (ul) DMSO (ul) Conc.
(mCi/ml) | (ml) mCi/mi] | (ud) (%)
(ul)
1 0 1.0 750 0 0 250 0
2 0 1.0 750 0 100 150 5
3 0 1.0 750 0 150 100 1.5
4 0 1.0 750 0 200 50 10
5 0 1.0 750 0 250 0 12.5
6 0.75 1.0 690 60 0 250 0
7 0.75 1.0 690 60 100 150 5
8 0.75 1.0 690 60 150 100 7.5
9 0.75 1.0 690 60 200 50 10
10 0.75 1.0 || 690 60 250 0 12.5
7. Return test tubes to roller for 12 h, increase the elevation angle of the roller.
Date/Time: o7/02478 g8—30 P,
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8. While test tubes are in roller, obtain sterile DMSO (100%) from refrigerator, thaw it, meve
roller to 10.5°C, obtain ice
9. After ~12 h incubation period, remove tubes from incubator, chill on ice
10. Add DMSO (while vortexing) or MEMB according to the Table, vortex, quickly return to ice
Date/Time : 07/03/9% ,; (o~0e o m

11. Transfer tubes to roller at 10.5 °C for 72 h. DatelTime: ©7/03/99; to—~1S d.a
12. After 72 h, remove tubes, place on ice and centrifuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge) Date/Time: 07/05/73 ; 12-45 pm.

13. Transfer 10 ul medium to test tubes
14. Add 8 ml ice-cold wash MEMA, vortex
15. Centrifuge tubes for 10 min at 2000 rpm, 4°C

16. Labeling and preparation of dilution tubes and colony dishes
-load 48 mm petri dishes with 4 mi MEMA
- loag 30 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 2.2, 2.3, 2.4, X.2,
X.3, X.4, efc.

17. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

19. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

21. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

23. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
through 3 cc syringe with 21 gauge needle

24. Determine cell concentration by transfering 100 il to Coulter cup

25. Vortex tube, 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 mi to tube X.2 and vortex. Keep tubes on ice.

26. Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X4 (in triplicate). Only X.2
should be seeded for control T-tubes.

27. Transfer 100 pl of cell suspension (in triplicate) to prelabelled vial (C) for each tube

28. Incubate petridishes for 1 week

29. Add 490 ul MEMB in tubes containing 10 ul of medium (step 13), vortex, transfer 10 ul in
triplicate into prelabelled vials (M).

30. Add 3 ml liquid scintillation cocktail to vials and count for radioactivity

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

32. Count colonies (50 or more cells). There must be between 25 and 250 colonies for the dish to
be a valid data point.
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USER:10

REAMPLE RCPEAT: c
i: 1 AGC:N QCFsN RCMIN 2

ANNEL

1-LL:

SCR:N

PHASE HDNITDR N
2.00 BKG SUB:

0 UL: 400 “SIGMQ

DATA CALC: CPM, UNKNOWN REPLICRTES
HALF LIFECDAYS) :N

SAM  POS  CH CPH
1 ==— 1 1 Zact —16, 00
2 #»~ 2 26.00
3 === 3 i 32.00
M

§ oww— 4 30.00
5 wx- 5 1 75.00
€ wx- & 1 {44 60
7owx- 7| 4500
8 wx- 8 1 24,00
g we- 9 1 w{zs,ou
10 *x-10 1 57.00
1 %11 40,00
12 #x-12 1 4nd32.00
.3 #2-13 | 28,00
4 wx-14 | 56.00
15 x%-15 | %vss.oo
16 #x-16 | 38.00
17 »%=17 | (177530.00
18 %x-18 1o {I?OSbO 00
19 *xx= 1 1 L171565.72
20 xx- 2 1 (17062286
21 =x%- 3 1'{;78823 66
22 xx- 4 5 Li78640.00
23 *x- 5 | ,163093.33
24 <x- B 1 €I85148 58
25 =n- 7 1" 4181386, be
26 *x- 8 1 (175885.72
27 xx— 5 14 {177513.33
29 *x-10 1 Y173057.14
29 *x-11 1 (17070000
30 wx-12 ,{;7221: 44
3 eis P 80702 .86
37 %x— 1 | 13.00
38 =a- 2 1 47.00
39 -3 1 {24.00
40 xx- 4 | 35.00
41 xx- 5 1 67.60
42 »x- § 1 oo $46.00
3 wx- 7 | 46,00
i «x- 3 | 55.00
45 =x- 9 | &_{43.00
46 wx-10 1 38.00
IS
48 ==-1 ~
49 xx~13 1 4~{sa.00
SO xx—14_ _ 46.00_
§1 «x-15 ‘(01 003

2516G%

50.00
39.22
35.36

36.51
23.09
30,15
29.8t
40,82
398,22
38.49
31.62
35.36
37.80
26.73
33.81
32.44
1.23
1.25
1.18
1.16
1.22
1.22
1.28
1.18
1.29
1.14
1.23
1.15
1.25
1.15
1,12
47.14
29.17
40,82
33.81
24,43
29.49
29.49
26.97
30.50
32.44
34.30
27 .47
28.28
zkw

POS CH CPM 28167
52 *x~16 35.00 33.8t
23 =x=17 1 L5075 pg 2.57
54 *%~13 1 6 36309.00 2.52
5SS xx— 1 5224.00 2,54
56 #x~ 2 1 6421.00 2,50
S7 == 3 1 346305.00 2.52
58 xx—- 4 6554.00 2,47
59 *x- 5 6216.00 2.54
60 *x- 6 | g46452.00 2.49
b1 =%~ 7 6422.00 2.50
B2 *xx~ g | 6827.00 2.42
63 =x- 9 14c 2683600 2.42
64 =x-10 1 307210+ 1,94
65 *x~11 6585.00 2.48
b6 *x-12 1 {5848 00 2.42
67 =x-13 1 7192.00 2.36

D (65%S

TIME
1.00

1.00
1.00

.00

N~N~NNNe o

O 0RO OE— — —
ool L L L L
CO NN~ ~NU~ T

[
v e e .
SoOoOooD
cC OO

TIME

1.00
1,00
1.00
1.00
1.00
.00
1.00
1.00
1.00
1.00
1.00
1.00
0.77
1.00
1.00
1.00

0,00 BKG 251G:

ID:TRITIUN PRESET TIME: 1. 00 - - Fu 0 ?\'0; 1998 10:17
i S5CR: RS232;:N

1 CYCLE REPEAT:

0.060 LSR: 0

NORM FACTOR:@ 1.00000

EL TIME AVG H#

5
.4
13

=~y

U'l (JJ -

51.0
57.0
56.0

B #2 . ER

PO —am o e
Nowu~NUTWN OGO
I~ LMW =W

RNROONQUN W

55.0

26.0
58.0

55.0
26.0

EL TIME AVG H#

70.28
72.03

SI.J7

94'93
36.73

*’gufa, wWao added e éy mi Sty

79.0
81.0
78.0
80.0
B0.0
73.0
80.0
79.0
80.0
80.0
79.0
80.0
99.0
73.0
80.0
81.0
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®

TABLE-1

ﬂ DatelTime : 07/07/75; o
"Tube # Med'iur}l: ggmo ulef |Avg.cpm [dpm uCl/ml (A,) %Eilnﬂ (A)
(cpm)  medium [cpm/0.52] | on counting |on-addition
dpriadd] | sare T
: loy L6, 4 ,.
3 5/ to, 1 * ‘-\_39,-.
4 9_4/ /(;/ 12 ‘
5 | 40, 1 22
6 177564, 170544, 17/549| 173249 333:;3 7502 | 0750
7 izagaé/ 178810, 176624 | i7(,013 335467 769-3 0762
18 163077, 165132,161370 | 163193 303832 706 8 0 70b
? 175869, 17759717304 | [755p2- | 33750 7601 0760
10 1170684, 172175, 180686 | 174521\ | 335688 755:8 | 0-75%
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TABLE-2

Date/Time : 07/67/98 ) [0—15 @4

Expt. #: 2
"Tube #] Radioactivity for 100 ul cell | Avg. cpm | dpm pCi/ml (A) | pCuml (A,)
suspension
[cpm/0.52] |on counting |after 12h
(cpm) incubation
[dpm/222000]
[A/e™]
l .
29,6, 17
2
49, 28, 28
3 37, 25, 20
4
l6, 35, 32-
3 28, 13, 17 |
6 60s7, G29(, G206 | G184 | 11643S | 0-0535
7 G403, €987, CS34 b408 123243 | 0-0555
8 Gl98, ¢434, Ca04 6345 | 199025 | 0-0549
9 6809, 818, (83S 6820 | 131164 | 00590
0| e567, ¢830, 7174 687 | 131865 | 00593
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TABLE-3

MC{/"{

075

Expt. #: . Date/Time : p7/0é/2p,; 2730 PA.
"Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCifcell
suspension [Avg. count (uCi/m] x10°
x 400] Cells/mi]
! 74¢, 140, 752
2 753, 182, 193
3 791, 796, 780
4 749, 752, 76l
5 785, 724, 713
6 767, 7177, 785 7763 1 fﬁ*Sﬂo%s} o ol72
[ ) 7 682, ¢85 687 6846 2733¢6¢ 092026
8 | zar, cou, 654,607 | GToc | 268266 | 0 e204¢
? 751, C77, ¢a8, ¢59 Gcf'}' 264533 092230
0 | ¢, 654, ¢34 Cs4 261600 0- 92266
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TABLE-4

Expt. #: 2

Date: @7/,3/qr

Colony Counts and Survival Fraction

Tubedilution] Colony I | Colony2 | Colony 3 Av %gny /3{3 et

5N 170 162 181 171
22 156 les 169 1¢4-33 | 0- 9¢09
32 159 145 IS4 I52: 66 | 0-8927
43 1% Iy 42 1333 || 07972
52 12§ 123 g 123 0-292
6-3 (09 log g 1" % 00649
72 3% 32 37 | 3566 | o270
82 49 sc 44 49.65 || 0-3252-
9-2- 67 Go 53 60 0-440)
(02 VA 24 25 246 02004
% of DMSO DMF

S (-83

75 2.3

lo 3-36

-5 169
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