3 V79 COLONY FORMING ASSAY

Experiment Name : 21%Po toxicity (4x10° cell cluster, 10% labeling); Exp. #:1;

Investigator: A. Bishayee Date: 12/11/98

1. Set two rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from two 150 cm? flusk, subcultured 1:2, 24h before) with PBS, trypsinize cells, each
resuspend in 9 ml MEMB, pool, 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) —

9. Dilute to ~400,000 and 3,600,000 cells/ml in MEMB [Actual count@, oo and” s 369, 3; 3
cells/ml) Sl /

3. Transfer 1 ml of cell suspension into ten 14 ml tubes (Falcon plastic test tube, 100x80~mmf é ‘6%
labeled 1-10 both on cap and wall

4. Keep the tubes in the roller for 3.4 hat 37°C, 5% CO,  DatelTime: i2fi ;/b&/ 9 —o00 pn,

5. Calibrate the stock *'°Po-citrate
6. After 3-4 h, remove first set of test tubes (400,000 celis/ml) from roller and add according to

‘ Table below. ‘
Date/Time: | )//1 ,Mg) 4o pm.
Tube # | 2°%Po- | Cellsin || MEMB | Po-citrate

citrate | MEMB (ul) ' 12
uCi/mi (mi) uCi/ml)
(ul)
1 0 1.0 1000 0
2 0 0 | w000 | 0
3 0.1 1.0 985 15
4 0.2 1.0 965 35
5 0.3 1.0 950 50
6 0.5 1.0 915 85
7 0.8 1.0 | 865 135
8 1.0 1.0 835 165
9 1.2 1.0 800 200
10 1.5 1.0 750 250

7. Return test tubes to roller for 30 min.

Date/Time: i}f ] /W)' g5 p-+,
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8. After 30 min, centrifuge tubes for 10 min at 2000 rpm, 4°C Date/Time: 12f/1/ 4¢ y 4—4Spn -
9. Collect 150 ul supernatant in separate tubes
10. Resuspend in 10 ml wash MEMA
11. Centrifuge tubes for 10 min at 2000 rpm, 4°C
12. Decant supernatant, click tubes, voriex, resuspend in 10 ml wash MEMA
13. Centrifuge tubes for 10 min at 2000 rpm, 4°C
14. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
15. Centrifuge tubes for 10 min at 2000 rpm, 4°C
16.Decant supernatant, click tubes, vortex
17. Follow steps 11-16 for second set of tubes containing 3,600,000 cells, suspend in 7 ml of
MEMA and transfer cells to the corresponding tubes containing 400,000 cells in step 16
18. Centrifuge tubes for 10 min at 2000 rpm, 4°C
19. Decant supernatant, click tubes,vortex, transfer the cell suspension in polypropylene
microcentrifuge tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips
20. Again add 200 ulice cold MEMA, resuspend and transfer the cell suspensions in the same
polypropylene microcentrifuge tubes (Total volume ~400 ul)
21. Centrifuge tubes for 5 min at 1000 rpm, 4°C
2. Transfer tubes (onto a perforated Renin pipet box) at 10°C for 72 h. DatelTime: 12{// /15,
3. Transfer 30 ul supernatant in three sets of vials containing 6ml liquid scintillation cocktail b-oopa
(Aquasol) from 150 ul supernatant removed earlier (Step 9) and count them for radioactivity
DatelTime: (2//5/4¢ 3 o0 Nnoon”
24. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm,
labeled 1-10 both on cap and wall) containing 10 ml wash MEMA by using pasteur pipet
DatelTime: ID/IAHq gr) {0—00 4.4 ,
25. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in 12 ml tubes
26. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

27. 1abeling and preparation of dilution tubes and colony dishes
~load 60 mm petri dishes with 4 mi MEMA
- load 40 sterile tubes with 4.5 ml MEMA and label them 1.2,1.3,14,1.5; 22,23,
2.4,2.5; X.2, X3, X .4, X.5 etc.

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

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

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

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

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

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

34. Vortex tube, transfer 0.5 ml into dilusion tube X.5, vortex tube X.5, transfer 0.5 ml into
dilution tube X.4, voftex tube X-4-and-transfer-0.5-+ml-to-tube X.3,vertex-tube X.3and -
fransier 0.5 ml tp tybe X2 and vortex. Keen tuhes an ice.

35. Transfer 1 mi from dilution tubes into dishes labeled X.2, X.3, X4 (in triplicate). Only X.2
should be seeded for control test tubes.

36. Transfer 500 ul of cell suspension (in duplicate) to 20 ml scintillation vial containing 6 ml
cocktail {Aquasol)

37. Incubate petridishes for 1 week

38. Count vials for radioactivity Date/Time : 12//4{4§ ) L—oo P,

39. After 1 week, wash colonies 3 times with normal (1X) saline,and 2 times with methanol. Stain
colonies with 0.0 5% crystal violet

40. Count colonies. There must be between 25 and 250 colonies for the dish to be a valid data
point.

B007842



b 1241) 198

hitind, Cor  Cowd = laol, 47, 144
/3’7. o Cownd =2 i41)

Cely  (eove-. = 1424 X 4000
= 5{686;6&,6 Ce%/w
JEW;‘W A o 400, 000 Celbr/mg ; I ml .

) 40000 0

S,G 56@&5
Tawe O8md Celin+ 102 M(} MEMB = llmg
F!ﬁ/ ounk = ’.(04-/ iSl, iso

Dilwaiow B

) Cetr wres,

Gl@ oo C@é&Vﬁ¢/
3, 60o, 0oo ca@h/w/' 1 Mg

p 396po0oe0
223 MW = A
S686C64

= é‘7 Mme-
Take  I™b cothn + ML MEMB = I M

Fnal wunt 2 gs2, 853, 82 W wne = 3, 369, 333 Cello/ne

B007843



gGOA”L

® W DI e -
Jl, Hed o=
oopd Hel [ jookk  Cihale
) 240 4
Sed ’ e
VA
Ime¥ 2p = GM XK Shot /00/“&/}”@/
s 3 /é'é/‘fc*/’“"e'
2m odee iMoo Na- Cliade . "
[ ) :
. LN T
(v 3 >
e ok
s AN
o 7\
ies”
|5 | g
| O ey o 2
v -6 ~ .
jo oM @ Jm e skt 2
@

B007844



200
f

0- &)u'w@/ 19 Wae&«;ﬁ
Exp 1
Shok ov  10[06/78 = rooput/rL . 111790

4o~ Ax e
[00/'( e~ 0@73)‘65

-

13§
2 foo X W 072
= 72- /u/a/»& I lﬂ///,/qg

Mt s duwsios s S Rclhili = /L/uCL/M-.

o ., e — — -
AR R T L
| | MEMP PD—@W L
() (' npesef o)

e jo0o 0
[oo0 O
0984 0 0lf
0-467 @B 01033
0950 0-0S
0 qr7 0093
0-86 0:133
08§ 0l g
08 0

8 = e

0-75 015

B007845



-G 1 dowt lam Nuhlhoving, + Gl g parol
—BM-P  29mt Pt
‘ J\M@WJ‘,’ '

¥ poss) gl Cowe

tF ooy w aﬂﬂ:fnw

B007846



TABLE-1
Expt. # 1 5% | Date/Time : (2//5/4¢, 12-20 P
Tube #] Medium count for 30 ul Avg.cpm | dpm uCyml (A) [uCi/ml(A)
(cpm) fcpm/1] on counting | on addition
[dpm/%gio [AJe™]

1 Kw W

2| abtached Sheed

> igsg9.5 | 1657°5 | 00448

' wies | 3ees | 00814

5 $539 SS 37 O-i 247

6 434 | 14504 | 03226

7 15694 | 15694 03534

8 Lo3lg | eoyy | 135

? 3349 | B4q | O 300"

10 q§ 645 dseas | 220

%  euwn w  oddidiov
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TABLE-2
Expt. # | Date/Time : ‘7/,4;/4“ J-00 pn.
Tube #] Radioactivity for 500 Tlcel | Ave. cpm | dpm, [ pCi/ml(A) uCi/ml (A)

suspension

[cpm/1] on counting after 12 h
(cpm) incubation
[dpr/111x10%]
(Al
1 Ser th abtwchal
2 Shat™
3 207.5 2075 | 0-000(56
4 (62:5 1625 0:000 14b
> 24 U4 0000147
6 39 39 0 000257
7 400 400 | 0:000360
8 98 67§ 0'000 628
? 3g3s | 3835 | 0-000834S
10 6%0 630 0 000 SG7
/
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TABLE-3
Expt. # : | Date/Time : Mf 14/48
[Tube #] Coulter count for 100 ul cell Avg. count Cells/ml fCi/cell
suspension
[Avg. count [uCi/ml x10°
x409'(b Cells/ml]
1 543, 516, S41 533 213 3333 ~
2 Soo, Sox, SI3 505 2020000 -—
3 40, 4%, 444 458 193333 0 1014
4 53, S4, So4 $as 2102666 | 00694
> 531, 493, 485 S04 | 20l6000 | 0°0977
6 | 58, 530, S 530 2U20q00 | 0353
7 Sz, 473, 457 - 490 1922664 01§72
8 5’[4,/ 494 4;7 5006 2000000 0:314
10 469, 490, “50| (975645 | 03018
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TABLE-4

Expt. #: )

~ Colony Counts and Survival Fraction

Date:” ]2,/ Lllqg

Tube.dilution]] Colony1 | Colony2 | Colony3 | Avg ColonyT SF
EEe ISg 16t 11— ) upes | —
2 139 14 122 ) —
32— 137 3o 3 | e Bo | 0884y
41 | = | ko is) 41 | o- 9598
s | 125 4 s || 0 £509
61— “ /.9 /00 17 10033 || 01374
79 83 4) 99 9) 0 ¢la4
B2~ Sk i by 73 | 0 37024
41— % o 8- | 76 0 S173
(o 79 | 72 | bs 7L Jlo#m




