V79 COLONY FORMING ASSAY

Experiment Name : 131TUdR + 5-12.5 % DMSO;
Date: 03/23/98

Exp. #:2; Investigator: 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 cclls/ml in MEMB (final volume 11 ml) [Actual count : 4,5$3,200 cclls/ml)

W

labeled 1-10 both on cap and wall

[ I

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

. Roll the tubes for 3-4 h at 37°C, 5% CO,
. Prepare MEMB containing radioactivity in hood

. Transfer 1 m! of cell suspension into ten 12 ml tubes (Falcon plastic test tube, 17x100 mm)

Date/Time: 03/1_3/'75’ ; 4-00 pm.

24 pl BUAR (prepared on 2/24/¢8) + S ml MEMB

according to Table below. Date/Time: 03/'13/ 98 ; 7- 30 pm.
Tube # | '*'IUdR | Cellsin | MEMBR | MEMB+ | MEMA+ | MEMA | DMSO
uCimi | MEMB |y | squgr f 1227 | () | Cone
(nﬂ) ' (nﬂ) ml (%0
(2 (ml)
uCi/ml]
1 0 1.0 1.0 0 0 2.0 0
2 0 1.0 1.0 0 0.8 1.2 5
3 0 1.0 1.0 0 1.2 0.8 7.5
4 0 1.0 1.0 0 1.6 0.4 10
5 0 1.0 1.0 0 2.0 0 12.5
6 0.4 1.0 0.33 0.67 0 2.0 0
7 0.4 1.0 0.33 0.67 0.8 1.2 5
8 0.4 1.0 0.33 0.67 1.2 0.8 7.5
9 0.4 1.0 0.33 0.67 1.6 0.4 10
10 0.4 1.0 0.33 0.67 2.0 0. 12.5

7. Return test tubes to roller for 12 h, increase the elevation angle of the roller.
Date/Time: 03/23/98: 7-45 P«
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8. While test tubes are rolling label 40 (4x10) gamma-tubes (13 X 100 mm VWR glass test tube)

9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge) . Date/Time: ’OZ/ 14/43 5 4-00 @-n.

10. During centrifugation, meve roller to 10°C and obtain ice

11. Prepare 14 ml of 12.5 % DMSO) in MEMA , put on ice

12. Remove buckets from centrifuge and carefully remove 100 ul of supernatant and place in
prelabeled gamma-tube.

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

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

15. Decant supematant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

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 supematant, click tubes, vortex, resuspend in 2 ml ice cold MEMA containing 0 and/or

12.5 % DMSO as per Table. Keep on ice!

20. Transfer tubes to roller at 10°C for 72 h. Datel/Time: 03/ 24 qg) il~0® a.m,

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from
100 ul supernatant removed earlier and count them for radioactivity

Date/Time: ©3/24/98, (l-002.n
21. After 72 h, remove tubes and place on ice, add 8 ml ice cold wash MEMA.

Date/Time: o3 27/9% 5 01§ A.m |
22. Centrifuge tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge} /

23. Labeling and preparation of dilution tubes and colony dishes
- load 57 60 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, X2,
X.3, X.4, etc.

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

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

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

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

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

29. Determine cell concentration by transfering 100 ul to Coulter cup

30. 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.

31. 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.
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32. Transfer 300 ul of cell suspension (in triplicate) to gamma tubes for each tube

33. Incubate petridishes for 1 week p‘m ‘

34. Count gamma tubes for radioactivity DatelTime : 0}/27 / 95 ) 5-5°

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

36. Count colonies (50 or more cells). There must be between 25 and 250 colonies for the flask to
be a valid data point. '
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TABLE-1

Expt. #: 9 Date/Time : 03/;21&/?3)‘ /I~ 00 &
[Tube #] Medium count for 10 ul Avg.cpm | dpm pCi/ml (A) | nCyml (A,)
(cpm) [cpm/0.142] | on counting | on addition
[dpm/22200] | [A/e]
1 0, o 0 0 D o
2 o, | o o) o o
3 0, 0 o o o) o}
4 2,0 0 o o o
5 I, | (2] 0 o) 8]
6 869, 8¢9, 891 876°3 | 6i71-3 | 0-2779| 02938
T g52, 865, 657 8580 | 6042-2- | ©:2721 | 0:2877
8 B4¢, 934, 90— | 894 62957 | 02835 | 02998
9 794, 939, 872 8683 | 6lis-o0 | 0°2754| 0291
10| 429, 867, 874 | 890 | 62676 | 0°2823 | 0:296¢
03/23/98 ; 730k,
T oht 3w
~rt
a = S-S L
_ 00q3 1S3
o~ T
[9% 2~
‘05
o 00 g
0&44—5‘1
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- TABLE-2

Expt. #: 2 Date/Time : 03/2?/73 /‘ S-30 pm-
Tube #| Radioactivity for 300 ul cell | Avg.cpm | dpm uCi/mi(A) [pCifml(A,)
suspension
{cpm/0.142] |oncounting |after 12h
(cpm) incubation
[dpm/666000]
[A/e™]
1 0, O 0 0 0 0)
2 0,0 0 0 o 0
3 0,0 0 o 0 0
4 0,0 0 0 0 0
5 0,0 0 0 0 (6]
6 3329/ 3284, 3322 33“6 23321°§ 0'6350 0 04_47
7 3731, 3947, 3672 | 3/83'3 | 26643 | 0-0400 | 00533
8 3182, 3327, 3165 | 32316 |227582-0°034] | 0045
9 337, 3159, 323 | 32693 |23023:4 | 0-0345 | 0'046]
10 |34gq, 3¢50, w3q |3389°3 | 238085 | 0-0358 | 0:0475
03/ 24(48 ; 900 am.
—pf 72h+ 8.5 h
O — .
~ 0°693x Boz = B
tq3-L
~ 0288
o 02

07449
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TABLE-3

Expt. # : 2 DatelTime : 032/ ; 30 4™
Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCilcell
suspension
[Avg. count [uCifcell x10°
x 400] Cells/ml}
U |44, 444, 401, 449 | 4580 (63200 0
2 1488, 512, 479 493 (47200 0
3 . : .
6il, 609/ 619 elS 246000 0
4 664, 668, 65 6b) 264400 0
| ;52
S| w47, 654, s775k2| 43 | 2577333 O
6 S87, S12- 8§69 576 230400 | 62026
! 087, 689, 6I] 6643 | 2657333 | 02005
8 624,595, t24 oS 244 000 01853
? 640, 6297 6oy, 622 249066 | 01850
10 645 652 628 6 256664 0 (862~
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TABLE-4

Expt. #: 2 Date: 04/063(4¢
Colony Counts and Survival Fraction
Tube.dilution | Colony 1 Colony 2 Colony 3 Avigo]on [ SF
;(‘
[ qs tos g (06 33
9.2 PR g fas 120 66 13
32 ) 90 g8 82 B6ss | 08150
42 " bo 72- % 76 0 7/47
J-2- 72 66 &5 6633 | 0°642¢
63 170 10g - lo-g || 0lo2s
23 ,L 183 178 e | i | o teve
83 220 214 230 22- || 0'208)
o 4.3 (45 7| 2y 2004 - 0185
(o3 29 121 [29 1256 || o- (18]
SF
DMF
v, omso PN (Vs 14 cotize)
. Y 1L .
o i 0 109.5 ( i/ ) {+00
5 8 0147 e43 1L
15 ! { 02538 247 (:S4
,: ‘
PS o | | 02652 2358 VT
/ e ' ‘
i-5| 01638 L s




|
: | TI
_
” 1L
. I
g 11
ﬂw I
Qo
@R
il (2t ﬂ
i i ii
| T
i
1
;
i
;
T
i
i
i
I
|
| T
, :
| .E [
i ﬁ
I
i
:
O [N -
r
l}
i i
! 1
i i
| 1 I
Ll ] |
P b i oo i i
]
s i SRR I N :
] | 1 N
{001 | @@~ © m o~
o N © n ~N
-
YSA N AOYW 0D M3SSH B 134403
< 0109 ot A 0L X SITDAD ¥ DINHLIMVOO-IWTS ‘
o -

(s

10

DMSO

°/a

B008316



Bl Tyde + s—-57 Duso

SF

00l

q - - |— .
SHES e e I e 1
4 - ey

i

T

St o 2 N A . . - 1= I
2 R - NS -

1

-1z , _ : |
- ) i I~

Sepl-Logarithmic

3 Cycles x 10 to she inch

B008317



nnnnnnnn

12280 4-0
HEAR NN o Y
O T T A A R Ennln N
ENEnE A e e e e AL FC AR
DM~ B Y R 1 o A o 0 e
A TR e e R T R
- [ b Bl | - =T - 7 1~ ~ — i g N B :;"‘
sAnNNEnAn N AL e e )L L
~ A e R L R L L
I i 1 e e o o B
R R A T
+ ey N e e e L gl BN N
- ~1—1—t"1 e Sl B -1 I~ - _;@}‘-F'——_"” ""‘““""_\\$" ol et S N '—_
T e - R R b e B e s e e
- - b - LA A A FERE HE
T 1t ‘— :”‘_;/ 1] T I s o R T
10 N [l apan AEENERED AT
ERENNE ,,_cg_’@ i ! RERENN REENRENEANNE
- = e AN EEN A A R
L 1 i i e e B -
\v-,
JoE T

pu 4 6 8 lo ~ -
% DMSo

10 Squares to the Inch

B008318



