Experiment Name : 131IUdR + 5% DMSO;

Date: 11/06/97

Lt ve pettor ot 3o o g oAb

needle, cell count
Dilute 0,400,000 celis/ml in MEMB (final volume 11 m) It
. Transfer 1 ml of cell suspension into ten 12 ml tubes (Fa]conKTc;Eﬁbe, 17x100 mm) labeled 1-10

w N

V79 COLONY FORMING ASSAY

both on cap and wall

[

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

44 ul 1311UdR (prepared on 10/14/97) + 4.1,934 mJiqME
6. After 3-4 h, remove T-tubes from roller and add MEMB

/)‘Q:-IL ’,4‘/3

Exp. #:6;

Investigator: A. Bishayee

/ Lokt Cownlor
1. ,[Trypsinize cells, resuspend in 7 ml MEMB, pass five times through 3 cc syringe with 21 gauge

Acfual count : 4,51,200 cells/ml)

DatelTime: 1pi06/97; 2-45 p.m. (£)

B
b
containtng radioactivity

£

according to Table below. Date/Time: 11/06/97; 6-30 p.m. ((ry)

Tube # \L:1Ci/m1 Cells . MEMB | MEMB+ ME‘.‘SI\‘/;A+ MEMA
ERVE S R 11! (mi) | “TUGR || G
(ml)
1.2
uCi/mi]
1 0 1.0 || 1.0 0 2.0 0
2 0 1.0 I 10 0 2.0 0
3 0.2 1.0 0.67 0.33 2.0 0
4 0.4 1.0 ‘I 0.33 067 |[ 2.0 0
d s 0.6 1.0 I o 1.0 | 20 0
6 0 1.0 1.0 o [ o 2.0
7 0 1.0 1.0 0 0 2.0
8 0.2 1.0 0.67 0.33 " 0 2.0
9 0.4 1.0 0.33 0.67 0 2.0
10 0.6 1.0 H 0 1.0 ﬂ 0 2.0

7. Return T-tubes to roller for 12 h, increase the elevation angle of the roller. Date/Time:

11/06/97; 7-00 p.m. (6)
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(4 Vo pxeos
8. While T-tubes are rolling label 40,gamma-tubes (}2-X 75 mm,est tube)
9. After 12 h incubation period, remove tubes and centrifuge at 2000 rpm, 4°C.
Date/Time:11/07/97;8-00 a.m. (
10. During centrifugation, move roller to 10°C and obtain ice
11. Prepare 11 ml 5% DMSO in MEMA (0.55 ml sterile DMSO + 10.45 ml MEMA), put on ic
12. Remove buckets from centrifuge and carefully remove 100 pl of supernatant and place in

prelabeled gamma-tube. :
13. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
14. Centrifuge T-tubes for 10 min at 2000 rpm, 4°C @cooled centrit@)
15. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
16. Centrifuge T-tubes for 10 min at 2000 rpm, 4°C
17. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
18. Centrifuge T-tubes for 10 min at 2000 rpm, 4°C
19. Decant supernatant, click tubes, vortex, resuspend in 2 ml ice cold MEMA + 0 or 5 % DMSO
as per Table. Keep on ice!
20. Transfer tubes to roller at 10°C for 72 h. Date/Time: 11/08/97; 11-30 a.m. (fcg)
21. Transfer 10 ul supernatant in three sets of tube‘?rom%m supernatant removed earlier and
count them
21. Aff/ 72 h, remove tubes and place on ice, add 8 ml ice cold wash MEMA. Date/Time:

11/10/97; 9-00 a.m. (€;)

22. Centrifuge T-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,X.2,
X.3, X.4, etc.

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

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

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

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

28. Decant supernatant, click tubes, vortex, resuspénd in 2 ml wash MEMA

29. Determine cell concentration - transfer 100 pl to Coulter cup

30. Vortex T-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 trii)licate). Only X.2
should be seeded for control T-tubes.

32. Transfer 300 pl of cell suspension (in triplicate) to 30 gamma tubes

33. Incubate flasks-for 1 wk
poloi bt

Yo, Luwrl U ymmm_w ' Dete / Tiee “/10/47'/ 2-%0 Pﬂl@
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34. Wash colonies 3 times with normal (1X) saline, and 2 times with methanol. Stain colonies

' with crystal violet or-trypan-blue.

35. 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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