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V79 COLONY FORMING ASSAY

Experiment Name : 3H,0 + 10% DMSO; Exp. #:2; |

" Date: 06/22/98

nvestigator: A. Bishayee

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 : 401333 celly/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 h at 37°C, 5% COp

Date/Time:

06/22/99; 3-4S pm.

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 3H,0 according to Table

below. Date/Time: 06[22.(48; 7-45 pm .
Tube# | 3H,0 | Cellsin | MEMB 3,0 | DMSO | MEMB
mCi/mi M(iXB (ub) @ f| @ (ul)
[25
mCi/mi]

1 0 1.0 800 0 200 0
2 0 1.0 800 0 200 0
3 0.25 1.0 780 20 200 0
4 0.75 1.0 740 60 200 | 0
5 1.25 1.0 700 100 200 | 0
6 0 1.0 800 0 0 | 200
7 0 1.0 800 0 0 200
8 0.25 1.0 780 20 L0 200
9 0.75 1.0 740 60 0 | 200
10 1.25 1.0 700 100 I[ 0 200

7. Return test tubes to roller for 12 h, increase the elevation angle of the roller.

DatelTime:

0‘/224”; 5—00 P‘M.
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8. While test tubes are in roller, obtain sterile DMSQ (100%) from refrigerator, thaw it, move
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 : oe/),}/ag‘ q-2S5 a.m

11. Transfer tubes to roller at 10.5 °C for 72 h. DatelTime: o¢/23/9g), ", q—30 o.M
12. After 72 h, remove tubes, place on ice and centrifuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge) : Date/Time: 062698, 7 [~00 pun -

13. Transfer 10 ul mediom 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 ml MEMA
- load 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, X4, etc.

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 ul 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 ml to tube X.2 and vortex. Keep tubes on ice.

26. Transfer 1 ml from dilution tubes into dishes labeled X.2, X3, X.4 (in triplicate). Only X.2
should be seeded for control T-tubes.

27. Transfer 100 ul 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.

B014168



Bgt42

6/22(9¢
é«b‘w& QUL M z 72404, 7568,%7404
hy. QU (ount = 7458
QU . -~ 74SE x400
= 219834¢c c&w/k&
for mm/
’ ‘ 400000
Vel Gt Mo}:mw /zz‘.,(ngjg - %
OF 21485,4‘4
- "47 vy
Tike 147 wL Culp? 9-5S3 m HEMpB > (1AL
A{L;« W:‘w,
Fnal  Count = fo2), 991, 445
As. Count = 10033

@t Gre, = 1003 3x 400

-

= 401333 co%/%

B014169



PAGE: 1

 USER:10 ID:TRITIUM PRESET TIME: 1.00 FRI 26 JUN 1998 17:09
asAMPLE REPEAT: 1 CYCLE REPEAT: 1 SCR:N ~ RS232:
@7 1 A0C:N QCF:N RCH:N 2 PHASE MONITOR:N
CHANNEL 1-LL: 0 UL: 400 2SIGMA: 2.00 BKG SUB: 0.00 BKG 25IG: 0.00 LSR: 0
DATA CALC: CPM, UNKNDWN REPLICATES: 1  NORM FACTOR:Q 1.00000
HALF LIFE(DAYS) :N

SAM PSS  CH CPM  2SIG% TIME EL TIME AVG H# ERR
Poek =51 *x- 1 1 14,00 53.45  1.00 1.58 50.0
2 wx— 21 18.00 47.14  1.00 3.37 57.0
13 *x=3 20,00 36.51  1.00 5.15 56.0
4 wm— 4 17.00 48.51  1.00 6.88 56.0
75 xx- 5 | 62.00 25.40 1.00 8.58 55.0
6 xx— 6 1 47.00 29.17 1.00  10.37 54.0
MW7 wx- 7 67.00 24.43 1.00  12.15 55.0
g xx- 8 1 49688.00 1.79 0.25  13.12 56.0
W {’ g »x- 3 1  45092.00 1.88 0.25  14.09 56.0
10 *x-10 1  44124.00 1.0 0.25  15.07 54.0
11 =x=11 1 129893.33 1.43 0.15 15,94 55.0
QM‘{fz «x-12 1 132920.00 1.42 0.15  16.82 56.0
13 ==-13 1 137906.66 1.39 0.15 17,69 56.0
14 ==-14 1 186491.44 1.11 0.17  18.65 56.0
S {15 =%-15 1 191906.66 1.i8 0.15  19.54 56.0
16 ==-16 1 196793.33 1.i16 0,15  20.43 57.0
17 %17 1 96.00 20.41 1.00  22.17 55.0
cum 18 *%-18 1 91.00 20.97 1.00  23.98 55,0 °
~ JEIETSII 36.00 20.41 1.00  25.77 56.0
20 xx- 21 45,00 28.57 1.00 27.52 54.0 L
M 21 ==- 3 1 43.00 28.57 1.00  29.25 57.0 4
22 %% 4 52.00 25.40 ~1.00°  31.03 55.0 :
23 =x— 5 1 42472.73 1.85 0.28  32.07 56.0 -
@né;za ax- & 1 44172.00 1.90 0.25  33.06 55.0 s
S U925 «x- 7 1 44264.00 1.30 0.25 34,02 57.0 o
26 =%~ B 1 138012.33 1.39 0.15  34.90 55.0 :
oM 27 =%~ 3 1 139526.66 1.38 0.15  35.78 55.0
28 »x-10 1 131853.33. 1.42 0.15  36.66 55.0
(29 =x-11 1 227617.14 1.00 0.17  37.62 57.0
O { 30 ==-12 1 222822.86 1.01 0.17 38.59 57.0
31 =%-13 1 207600.00 1.05 0.17  39.56 55.0
37 wx- 1| 25.00 40.00 1.00  41.43 79.0
e ) 38 =x- 2 20.00 44.72 1.00 43,22 78.0
39 xx- 3 1 19.00 45.88 1.00  45.00 80.0
40 =x— 4 1 26.00 39.22 1,00  46.73 79.0
2 641 S 16.00 50.00 1.00  48.52 80.0
42 x%- 6 1 13.00 55.47 1.00  50.29 79.0
3 wx- 7 1 1828.00 4.68 1.00  52.02 80.0
e iaa sx- 8 1 1964.00 4.51 1.00  53.77 77.0
45 xx- 9 | 1797.00 4.72 1.00  55.50 80.0
46 *x-10 1 4870.00 2.87 1.00  57.23 80.0
4¢-é47 sx-11 1  5032.00 2.82 1.00  58.38 81.0
48 #%-12 1 4922.00 2.85 1.00  60.71 79.0
S ~*-13 1 7914.00 2.25 1.00  62.44 79.0
W, ..-14 1 8124.00 2.22 1.00  64.18 80.0
51 =x-15 |  8183.00 2.21 1.00  65.97 79.0
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SAM  POS  CH CPM 25164 TIME  EL TIME AVG H# ERR

®:
Gy 03 =x—]
54 wx-1

55 =x-
7c%56 wE—

g 22.00 42.64 1.00 67.77 79.0
3
1
2
57 #*=~- 3
4
5
6
7
8

28,00 37.80 1.00 63.56 /79.0
24,00 40.82 1.00 71.29 78.0
28,00 37.80 1.00 73.10 735.0
- 23.00 41.70 1.00 74,83 79.0
23,00 41.70 1.00 /6.8 80.0

et B D B el e D 3 e 3 e wmd D 3 el

58 xx- 1975.00 4.50 1.00 78.36 82.0
ga§’59 *%— 1824.00 4.68 1.00 30.14 82.0
60 *x=- 2041.00 4.43 1.00 81.88 80.0
61 =»- 5768.00 2.63 1.00 83.62 79.0
)62 »=- 5781.00 2.63 1.00 85.36 81.0
63 =x- 9§ 2491.,00 2.70 1.00 37.15 80.0
b4 ==-10 8055.00 2.23 1.00 88.93 80.0
IOV{SS *x—11 8004.00 2.24 1.00 90.73 76.0
66 =x-12 7683.00 2.28 1.00 92.51 79.0
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TABLE-1

Expt. # : ) — DatelTime : 06/256/48;, 3-I5 pm

Tube #| Medium count for 10 ul of | Ave.cpm | dpm uG/ml(A) [pCi/mi(A,)
(Cpm)v b5 il [cpm/0.52] | on counting .omﬂg;g/./ Y%

[dpm/d44] | [Ade™T—

1 4, 16, 3 76 [4:7 003

2 48, 33, 53 40 §58 | 09

3 |49674, 4501844110 [46287.3 |B9014| | 20048 | 02004

4 298 79/ fgﬂ-‘toé/u]s%_ 133 559 |25884¢2| 578 47| o 578

S 66172, 191692, 96779 | 191714 | 368844 | 8303 | 08303

6 697 77, 62 803 . \’154—'% 0- 34

7 3s, 35 48 373 756 017

8 | 42458, 44158, 44250| 43622~ | £38554 | 18543 | 0-(88]

9 /3 7999, 139512,13 1839 13¢450 2624038 | 59099 | O sqéc’

10 1927003,222808, 0758 219332 | 4217929 | 949.98 | 04449
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TABLE-2

Expt. #: 9 DatelTime : 04/29/4¢, S~I0 P"
"Tube #] Radioactivity for 100 ul cell | Ave.cpm | dpm nCiml (A) |pCimi(A,)
suspension
[cpm/0.52] | on counting |after 12 h
(cpm) incubation
[dpm/222000]
[Afe™]
1 I, 6,5
2 2, 2, —
3 1814, 1950, 1783 ig49 | 35557 | 0-0140
4 46356, 3018, 4908 | 49273 | 94756 | 00426
5 oo, Blio,) 81¢9 80594 | 134923 | 00608
6 8 14, ko
7 4, 9, 7
8 1961, 1810, 2027 1932:4 | 3716 | 00167
2 5754, 5761, 5477 Sbéf toa%-/ 010490
10 | goa), 7990, 7669 | oo | 151423 | 0-0684
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TABLE-3

Expt. #: 9 DatelTime : 06/2%(99; 9-30 P7
"Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCilcell
suspension
[Avg. count [uCifcell x10°
x 400} Cells/ml]
! 781, 85, 730, 765
2 G5, 254, 467 726
3|7, 672, ¢33 Co0p 264266 | 00405
4 Mg/ 615 702 6943 279333 01525
5 % £33, 8¢5, §45 8543 341733 02042
6 591, G, Gos
7 752, 770, 787
8 S93 580, S97 590 236000 00707
o | 659 651 .56 Sk 262400 0157
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TABLE-4

Expt. #: )~ Date: 07/63/95
Colony Counts and Survival Fraction
Tube.dilution|| Colony1 | Colony2 | Colony3 | Avg Colony [ sk
[ (60 169 (76 ) 18
29— [90 (82— (23 J “
39 II [ 44 iSo ryg 94 07783
4-2 Il 8L 89 73 81033 | 04394
52 39 41 3S 1865 0-2089
69 !l 210 2og lég | 1 105:¢c
S IS 2to 199 %
52 51 Gl F1 | 31"'33 02494
g3 120 127 13 - Yo-0553
(o4 ]L leg A Sy - 0-0077
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