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V79 COLONY FORMING ASSAY, Mutrfim, Comot as

Experiment Name : 3HTdR + 0 or 0% DMSO (cluster, 100% labeling); - - Exp.# { )
Experiment perforied by : A. Bishayee ' " Date: _07—[0}/00

1. Set the rocker-roller at 37°C incubator witlt 5% C

] 0,, set the Coulter Counter, wash cells (from
two 150 cm? flasks, subcultured 1:2, 24k before) with PBS, trypsinize cells, each resuspend
in9 ml MEMB, pool,

pass five times through 3 cc syringe with 21 gauge needle, perform ccll

count by transfering 100 ul in Coulter cup containing 20 mi isotone (Coulter halanced

electrolyte solution) * ' ' f
2. Dilute to ~4,000,000 cells/m} in MEMB [Actual count : 3,976,000¢¢lls/ml) !

3. Transfer 1 ml of cell suspension into 10 14-mi tubes (Falcon plastic test tube, 17x100 mmy) I
labeled 1-10 both on cap and wall : : I8

o 4. Keep the tubes in the roller for 34 h at 37°C, 5% CO, DatelTime: 02/03/00 ¢
- 5. Prepare MEMB containing radioactivily in hood ' : 2-30 pm_
40 - MI3HTAR (Stock : | uCifpl on oif3fo0) +figgml MEMRB . )

6. After 3-4 h, remove (esl lubes from roller and add MEMB with or without radioactivity . l
& according to Table bejow. Date/Time: o2 [o3/00; 7’0_‘5’
4
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¥ 2
l] .
ol | Tube# | 3ypgr | Cellsin || MEMB | . at ‘
- witm | MR ) | MEMB- A 4@; e
| D HTR | Yz 004 L
18uCi/mi} | = . -
(ml) ‘ S00 nR-
1 0 1.0 1.0 0 '
2 0.5 1.0 0.875 0.125
3 1 1.0 0.75 0.25
4 2 1.0 05 | 05
5. 4 1.0 0 -1
6 0 1.0. 1.0+ Y
7 0.5 1.0 0.875 0.125
8 1 1.0 0.75 0.25 :
9 2 ) 0.5 0.5 e
10 4 1.0 0 1 i
. . 1
. 7. Return test tubes to roller for 12 h. DatelTime: 02{'0 £ o0, 7-30 pM. '
8. Next day, while test tubes are in roller label 10 gamma—tubes (12 X 75 mm VWR glass test , .
, ‘ tube) :
?ﬁ 9. Afier ~12h incubation period, remove tubes and cenmfuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge) . DatelTime: o‘y{qq/m)/ g9-30 am :

10. Remove buckets from centrifuge and carefully remove 150 pl of supematant from each tube
and place in prelabeled gamma-tube.
11. Decant supematant, click tubes, voriex, resuspend in 10 ml wash MEMA
12, Cenmfuge tubes for 10 min at 2000 rpm, 4°C
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 supernatant, click tubes, vortex, resuspend in 1 O.n.ll.,wash.MEMA_-_. S
16. Centrifuge tubes for 10 min at 2000 rpm, 4°C ‘
17.Decant supernatant, click tubes, vortex, resuspend in 8 ml of MEMA with (T ube# 6-10) or
without (Tube#1-5) 10% DMSO
18. Centrifuge tubes for 5 min at 2000 rpm, 4°C
. 19-Decant supematant, click tubes,vortex Uansfcr the cell suspensmn in po]ypmpylene .

- microcentrifuge tubes with attached caps (Helena Plasllcs 400 ul) usmg 200 ul pipet tips
| . . . o ! . = ZOO }\ ?
P : NI
: ; , ks i :
! - 1
I i # 7
AT ;
L i .
' i . _ ;
! i N
; e L}
I EE Fiatvi oo o edw A H
’ i
G e I P R £ TR R R (NN A T T2 ;
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'Z
20. Again add 200 ul jce cold MEMA with or without 10% DMSO, resuspend and\m_mifei the cell
suspensions in the same polypropylene microcentrifuge tubes (Total volume ~400 ul)
21. Centrifuge tubes for 5 min at 1000 pm, 4°C : .
22. Transfer tubes at 10°C for 72 h. DatelTime: 7 04/00 f-co a.# .
23. Transfer 30 ul supernatant from from 150 ul supernatant refioved eaflier (Step 10) in triplicate

in 6 m! scintiflation vials containing 6 ml liquid scintillation cocktail (Ecolume, ICN) and count
them for radioactivity Date/Time:

24. After 72 h, carefully remove the:supematant from the top, resuspend pcllel in 200 ul wash
MEMA and transfer the contents by using pasteur pipets to 10 corresponding 14-ml tubes
(Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap and wall) containing 10 ml
wash MEMA in each ) ' o ‘DatelTime: 01_/07/00/ t0-00 a.&,

25. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in corresponding (4 ml l’ubes )

26. Centrifuge the tubes for 10' min at 2000 rpm 4°C (u gggglell cemn[uj gp)

27. Labeling and preparation of dilution tubes and colony dishes
- load 60 mm tissue culture dishes with 4 ml MEMA

- load 40 sterile tubes with 4.5 m] wash MEMA in each and label them 1.2, 1 3 1 4
1.5;2.2,23, 24, 25; X2, X3, X4, X5etc. ™

28. Decant supemalant, click tubes, vortex, resuspend in 10 ml wash MEMA

29. Centrifuge tubes for 10 min at 2000 rpin, 4°C

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

31. Centrifuge tubes for 10 min at 2000 1pm, 4°C

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

33. Determine cell concentration by transfering 100 pl to Coulter cup

" 34. Vortex tube, transfer 0.5 ml into dilution tube X, S, vorlex tube X. 5, transfer 0.5 mi 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.

35. Transfer 1 m] from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2

should be seeded for control T-tubes.

-.36. Transfer.200 ul of cell suspension (in triplicate) to 6 mi- scmhl}atmn vial containifg 6ml -~~~

cocktail.
37. Incubate petridishes for 1 week

.38. Count vials for radioactivity © Datelfime : 0"/ o7 /00 ; 5-%0 P

39. After I week, wash colonies 3 limes with-normal (IX) saline, and 2 imes.with methanofi:- -+ -

Stain colonies with 0.5% crystal violet - 1y« i 0 s g i st

40. Count colonies. There must be between 25: and 250 colonies for the dish to be a valid ddta 170) ‘ne.

Qe

- T f‘;r;i':,..,
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TABI

02(07/60

#:

Tube #

Expt.

DatelTime ;

el

Cpe
s

2:20

S B8

(095
2099

249

S 72
h-07

20+9)

pCi/cell

juCi/ml x10°
Cells/mi]

0 o148

00377

00740

0 laiq

0 0log

003 3¢

0-07 49
Oiqi3

Cells/m]

[Avg. count
x 4000

3,344,000
2, 844, w,a

2/ ‘735’/65/5

3,12¢, voo

2,647,333

3, 332, 000

3, 394, 666

27 92"]) 3 33

2,540, 000
2,773933

Avg. count

Coulter count for 100 ul cell

suspension

10
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