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Experiment Name : 3H,0+ 50-200 ug/ml MEA;

V79 COLONY FORMING ASSAY

Exp. #:1;Investigator: A. Bishayee

Date: 07/20/98

1.

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

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) '

. Dilute to ~400,000 cells/m! in MEMB (final volume 11 mi) [Actual count : 412, 666 cells/ml)
. Transfer 1 mi of cell suspension into ten 12 ml tubes (Falcon plastic test tube, 17x100 mm)

labeled 1-10 both on cap and wall
Date/Time: 07/20/48; 3-3° P7.

5. Obtain 3H,O 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. DateiTime: 7-45 pm
710 (95
Tube # 3H,0 | Celis in | MEMB 3H,0 Sterile | MEMB MEA
Conc. | MEMB (ul) 25 MEA (ul) Conc.
(mCi/ml) | (ml) mCi/ml] | [2 ug/ul] (ug/mi)
- (uh (uD)
1 0 1.0 0 0 250 0
2 0 1.0 0 50 200 50
3 0 1.0 0 100 150 100
4 0 1.0 0 150 100 150
5 0 1.0 0 200 50 200
6 0.75 1.0 60 0 250 0
7 0.75 1.0 60 50 200 50
8 0.75 1.0 60 100 150 100
9 0.75 1.0 60 150 100 150
100 1 075 | 10 | ] 60 || 200 | 50 | 200

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

Date/Time: ¢7/20(48> §-00 p-m-
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8. While test tubes are in roller, obtain sterile MEA (2 mg/ml or 2ug/ul) from refngerator, move
roller to 10.5°C, obtain ice
9. After ~12 h incubation period, remove tubes from incubator, chill on ice
10. Add MEA and/or MEMB according to the Table, vortex, quickly return to ice
Date/Time : 01/21[4%, 1-00 am,

11. Transfer tubes to roller at 10.5 °C for 72 h. DatelTime: 07/21/9p;5 9- IS a-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:

13. Transfer 10 ul medium to test tubes containing 490 ul MEMB (1: 50 dilusion)
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 mil 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, X.4, etc.

17. Decant supematant, 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 pl 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 mi from dilution tubes into dishes labeled X.2, X.3, X 4 (in triplicate). Only X.2
should be seeded for control T-tubes.

27. Incubate petridishes for 1 week

28. Transfer 100 ul of cell suspension (in triplicate) to prelabelled vial (C) containing 3 ml liquid
scintillation cocktail for each tube

29. Transfer 10 ul (in triplicate) from tubes in step 13 to prelabelled vial (M) containing 3 ml liquid
scintillation cocktail for each tube

30. Count vials in steps 28 and 29 for radioactivity in Beckman Scintillation Counter

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
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Expt # |
7P ' PAGE: 1

USER:10 ID:TRITIUM PRESET TIME: 1.00 , FRI 24 JUL 1998 14:47
AP LE REPERT: 1 CYCLE REPEQT 1 SCR:N  RS232:N

+ 1 AQC:N QCF:N RCM:N 2 PHASE MONITOR:N
CHANNEL 1-LL: 0 UL: 400 ZSIGNQ 2.00 BKG SUB: 0.00 BKG 2SIG: 0.00 LSR: 0
DATA CALC: CPM, UNKNOWN REPLICQTES: 1 NORM FACTOR:Q 1.00000
HALF LIFECDAYS):N

¢

5aM  POS CH CPM 2SI1GL  TIME  EL TIME AYG H# ERR
1 owx= 1 21.00 43.64) 1.00 1.62 52.0
2 === 2 1 gweéje.oo So.oq}hﬂkux) 3.36 54.0
3 wx- 3 1 15.00 51.64) 1.00 5.08 52.0
4 =x— 4 1 39.00 32.037 1.00 6.87 56.0
5 ox%x— 5 | {4,‘00 29,17(. 1.00 8.70 56.0
6 =x- 6 1 6.00 33.337 1.00 10.49 56.0
7 w=x— 7 .00 32.88  1.00 12,23 57.0
3 **- 8 1 1*\{ .00 32.88  1.00 14,01 57.0
g w=- 9 i 0.00 36.51 1.00 15.74 56.0
10 ==-10 1 9,00 32.03 1.00 17.53 55.0
11 =111 gy 4@.00 31.62  1.00 19.26 57.0
12 =x=12 1 33.00 34.82 1.00 21.00 55.0
13 »%-13 1 42,00 30.86  1.00 22.73 56.0
14 ==—14 1 4M.{51.00 28.01 1.00 24,52 56,0
15 =x-15 1 37.00 32.88 1.00 26.30 55,0
16 =%-16 i . 32,00 35.36  1.00 28.07 57.0
17 =%=17 1 gM 4 51.00 28.01 1.00 29,81 56.0
B,‘s *xx-18 1 39.00 32.03 1.00 31.59 56.0
‘WY «x- | 1 ,167820.00 1.26 0.15 32.56 56.0
20 =»- 2 1,w115879.99 1.52 0.15 33,42 54.0
21 ==- 3 1 U69302.86 1.16 Q.17 34.39 57.0
22 ww— 4 1 (164462.86 1.i18 0.17 35.36 57.0
23 wx— 5 17M%69166.86 1.26  0.15 36.23  54.0
24 =x- 6 ' U67874.28 1.17  0.17 27.20 56.0
25 wx- 7 1 AB8413.33 1.26 0.15 28.08 56.0
55 =x- 8 1vé165533.3 1727 0.15  38.96 57.0
27 ==- 9 1™M171171.44 1,16  0.17 39.92 57.0
28 xx-1( 128620.00 1.76  0.10 40.85 54,0
59 xx-11 9”6'2)133'33 1748 0.15  41.73 53.0
30 =x-12 17 \1164000.00 1.1 0.17 42.68 56.0
31 =x-13 1 137266.56 1.33  0.15 43,57 55.0
32 =x-14 “w 142948.58 1.26  0.17 44,52 54.0
33 =x-15 1¥1120979.99 1.48 0.15 45.40 55.0
37 =x- 1 1 123.00 18.03 1.00 47,30 84.0
38 xx- 2 1 | { 23,00 18.03 1.00  49.02 82.0
39 %=- 3 46,00 16.55  1.00 50.76 82.0
40 =%~ 4 | ”b.UO 17.82  1.00 52.49 82.0
41 ww— § | { 3.00 18.41 1.00  54.28 84.0
42 =x- B 1 .00 17.21 1,00 56.01 85.0
43 xx- 7 8.00 18.41  1.00 57.74 82.0
44 xe- 81 146.00 16,55  1.00 59.48 82.0
'O45 xx- g 162,00 15.71  1.00 61.26 84.0
6 xx~10 | 62.00 25.40  1.00 62.99 80.0
! =x-11 1 .ﬁ;{83.00 25.20 1.00 £4.77 84.0
1@ 48 ==x-12 1 59.00 26.04 1.00 66.51 86.0
L4 A9 =e-13 6£6.00 24.62 1.00 68.24 84,0
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TABLE-1

Expt. # : | Date/Time : 07/24/485 p-45 P

"Tube #| Medium count for 10Ul | Avg. cpm ] dpm LOVml (A) | J¥Ciml (A,)
(cpm) | [cpm/0.52] | on counting Imdd’lﬁﬁh‘

[dpm/444] | [A/e]

L 22, 30,

2 20, 1o, B

3 22, 23, Ip

4 2S, 34, 20

3 (S, 34, 22

6 167803, 115662, 169285| 150963 1290352~ | 559 | 076539

7 6444, 61149, 167857 | 16750 | 321442 | 7235 | 0:723]

B 16839¢, 165516, 17454 | (68355 | 323760 | 7291 | 0-724)

128603, 12uzs, taqsy | 138254 | 265873 | 5988 | - Sqeg

10 157249, 143431, 1209¢2] 134047 | 257763 $80-S | 0-s80s
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TABLE-2

| . 3 . . N
. Expt. # : | Date/Time : 07/}_7,/ q?/ 2-4sS P
Tube # Radioactivity for 100 ul cell | Avg. cpm dpm pCiml (A) |[pCiml(A)
suspension
[cpm/0.52] | on counting |after 12 h
(cpm) incubation
| [dpm/222000] '
A/
L 06, fop, 121
3 foi, hy, 145
) 15, 46, 42—
5 .
49, 52, 69
PS 6 7694, 7782, 062~ | 75126 | W4aT | 006So7
7 7540, 7546, 7533 | 75396 | 4499 | 06531
8 10405, [0913,10695 | 1069] | 20559 | 0M26]
? 8197, 85C7, 6445 5403 | i6isy | 047274
0 17754, 7754, 80558 7855 | 1sleS | G804
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TABLE-3

Expt. #: DatelTime : 07/24/48 ; 245 pr
"Tube #] Coulter count for 100 ul cell Avg. count TCelim pCiicell
suspension
[Avg. count [uCi/ml x10%
x 400] Cells/m]
! 734, 740, 114 7324 | 293006
2 £63, gsi, 86l 8583 | 343333
? 000, 1064, |032— 032~ 412800
* 815, 8§57, 6] 849 339 £ob
i gso, §29, 83 837 335064
§ 2%4; 771, 779 7 30533 | 0-1409
" q¢s, 959, 91 Db 386400 0: 1690
8 487, 499, s 44 (47 4 66 0%{@31
> 8IS, 834, 63 524 330666 | 0-22.0]
0 446, 454, 4 44| 76400 | 03857
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TABLE-4

Expt. #: |

Colony Counts and Survival Fraction

Date: 07/3,/4g

Tube.dilutionw Colony 1

Colony2 | Colony3 | Avg Colony SF
b X3

Ry 2y lag 925 2164
209 196 177 168 14033 || 0-85i9
33 i70 178 163 170:33 | 08047
4) - 15 I3 (L0 i2s-33 I 0592
Sr 1o 17 uf i3 66 0 5370
6'3 Mg |22 llo 16 0- 0548
73 218 219 214 273 0 1203
L 5L 6o +4 S2— I 03052
90 43 56 36 43 03430
10-9 I[ 27 25 23 25 O'il 19
MEA Lore OMF
( 1410

50 -52.

ioo . 278

[So 2:50

200 |- 80
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