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V79 COLONY FORMING ASSAY

b Experiment Name : 3SHTdR toxicity (cluster, 50% labeling) + ioptm Exp. #: 7
Investigator: X Howcell te Date: o /22 /ol

Propoetion of calls ! conFloeat 725 Nade sp\& 115 ircto
T225 on iofufot.  Cellg ﬁ:SPsfr\@d fopin V225 of
{1309M on lo/e2/ot, About 707 conFloant .

Serum/Lot #s:

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
. (from one 225 cm” flasks, seeded with 25 x 10° cells the day before) with PBS-PS, trypsinize
cells with 2 ml trypsin 3 min at 37°C, resuspend in 10 ml MEMB, pool, pass five times
through 10 cc syringe with 21 gauge needle, perform cell count by transferring 100 ul in
Coulter cup containing 20 ml Isotone II (Coulter balanced electrolyte solution).
2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : cells/ml)

3. Transfer 1 ml of cell suspension into 20 14 ml tubes (Falcon plastic test tube, 17x100 mm)
labeled 1-10 both on cap and wall
4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO, Date/Time: 2 .98 gpm
5. Prepare MEMB containing radioactivity in hood
oo uI3HTAR (Stock: | pCi/plon wlslhe )+494 ml MEMB
Manufacturer: ;%#:'\ ?6;:112( Lot # 23\oeeay Calibration: ojis{oi
6. After 3-4 h, remove first set of 10 test tubes from roller and add MEMB with or without
radioactivity according to Table below. Also add 1 mI MEMB to each of second set of tubes.
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Tube # | 3HTdR | Cellsin || MEMB MEMB+
uCirml | MEMB SHTAR
(mb) [200 uCi/mi]
(ml)
1 0 1.0 1.0 0
2 25 1.0 0.75 0.25
3 50 1.0 0.50 0.50
4 75 1.0 0.25 0.75 Need 5"‘?2 g
5 100 1.0 0 1.0 @szooon Cufn
6 0 1.0 1.0 0 5.5
==
ik 7 25 1.0 0.75 0.25 y °0 D
\indane 8 50 1.0 0.50 0.50 1,5—55 Gl
9 75 1.0 0.25 0.75
10 100 1.0 0 1.0 L v TR
4 BU R e
7. Return test tubes to roller for 12-14 h. Date/Time: 55 o

8. Next day, while test tubes are in roller label 10 gamma-tubes (13 X 100 mm VWR glass test
tube)

9. After ~12-14 h incubation period, remove all tubes and centrifuge at 2000 rpm at 4°C for 10
min (precooled centrifuge). Date/Time: (6[22 § 1 30an

10. Remove buckets from centrifuge and carefully remove 150 ul of supernatant from tubes
containing radioactivity and place in pre-labeled gamma-tubes.

11. Decant supernatant, chck tubes, vortex, resuspend in 10 ml wash MEMA

12. Centrifuge tubes for w min at 2000 rpm, 4°C

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

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

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

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

17. Decant supernatant, click tubes, vortex, resuspend unlabeled cells in ﬂ ml MEMA.

Foc Aobes 6~\0 |, \dpeled ¢ uclodoeled  reguspend 6 § ml MEMA W/ VoMK Hadese
Ao\so reed tindane HEAA For W adn Mr tmskipa /

Sonids stode 00X For DO in DMSO. Wrepare S5 ol HEMA w/ 100KA tindane-

Rea;thiﬁ abeg é;*g;tuvu‘ Grdere EM O (leL &EOX indare + 55 mil MEMMA
_.. w\ﬂl\uﬂ @\ ww)

20. Synpmge—the_pgglsdxeusinnmmth-é-m%mgem—%%@—needle.
21. Centrifuge tubes for 10 min at 2000 rpm, 4°C.

22. Decant supernatant completely, click tubes, vortex.
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23. Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps

(Helena Plastics, 400 pl) using 200 pl pipette tip.
24.  Again add 200 pl ice cold MEMA, resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes (Total volume ~400 ul)

25. Centrifuge tubes for S min at 1000 rpm, 4°C of23/0! I*Coprm
26. Transfer tubes at 10.5°C for 72 h. Date/Time:

27. Transfer(3) pl supernatant in three sets of 7 ml scintillation vials and ad@ ml liquid

scintillation cocktail (Ecoscint) from 150 ul supernatant removed earlier and count them for
radioactivity Date/Time:

28. 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 pipette

Date/Time:

29. Again add 200 pl wash MEMA in microcentrifuge tubes, rcsuspend and transfer the cell
suspensions in 12 ml tubes

30. Centrifuge the tubes for 10 min at 2000 rpm, 4“’(? (precocled contrifuge)

31. 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 ml MEMA and label them 1.2, 1.3, 1.4, 1.5; 2.2, 2.3,

24,25 X2,X.3,X4,X5etc. — o
32. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA Seookd ;gf::;c .

33. Centrifuge tubes for 10 min at 2000 rpm, 4°C ’?."\’ oF Undaag. Dilutions
e~ CEOE
34-—Decantsupermatant, TICK tubes, vO A Necd 110 m 025sh MENA
w/ Lrdeel

W e
35.Centri es for 10 min b1zl m;;

36. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times  +itont
through 5 cc syringe with 21 gauge needle

37. Determine cell concentration by transferring 100 pl to Coulter cup

38. Vortex tube, transfer 0.5 ml into dilution tube X.5, vortex tube X.5, 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.

39, Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2
shoul‘((i) ge seeded for control T-tubes.

40. Transferl of cell suspension (in triplicate) to 20 ml scintillation vial containing 6 ml
cocktail (Ecolume) '

41]. Incubate tissue culture dishes for 1 week

42. Count vials for radioactivity Date/Time:

43. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
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Stain colonies with 0.05% crystal violet
44. Count colonies. There must be between 25 and 250 colonies for the dish to be a valid data

point.

q 7

Tube

Dilution

Colony Counts

B007501



. \/57/of

&Ci%im\ fo Mutrt Selectien
P) ,

c leed 100 PO ol ERA OWL XK CorcSl

Locd 30 TO w/ Uk HEMA
Locd O de lution bobes ucth G54 toesh HEFA

~ Aspirade snedivm Hffon TT5

~ Wedgh 1X 0wk TOS
) m\‘r\)37oc ; {'\;'Q'Q\C.S\LS

Trjgs\‘r\s‘ze RS |
Resip in Tl HEMA (iocsh ) € Gensli G (4:L-4ke
“ - S@Di‘f\ ?w\v\ 2000 g, i

- Decg:(\‘e.) rw::spsgerci N T ol wes\s MEMA
~ §3n‘»-3e 5% 2V¢ S ec

C'_OULE( Courts ( (o0 FR cells / 20w Tserbore, LT 500 ) /oo 4R 'mﬂ"“"‘i@"- >
el o
!o\, Q’gﬁé \O) edls

6. 142 s + 0.95% M

7\ 356 BS2S  ToSxO

O 343G
37533  7.68510°%/mK 0.133cells  +~ o BETHEM

2l 275 3784 3

B007502



7] Exe T-
Coutier Couts
oeeE e
| k@ 2x6/ed
Lo
Cave/mk al cel\s il FAEMA
) auns 35T Bae 3525 Tesme L 3.59
2\ 3ns 764 76l 3533 7.5l L3 3.7
3) 2064 9L \
)ﬂ/ﬁ ’D‘é.'\‘f ng(\ dooh 6'
4) i ‘T reswsp i~ Sk
3) 2733 7sL 3Ol IWD.D 7.§2x10° {3 —
) 33931 3243 333G %323.3 o.cdx 16" 5D .50
5) 3322 3274 o5 303 4wl .50 3.5
& 3770 369D 3863 37753 7, 65%10° 1 .32 2.6%
TF) Be7s e ss25  3E36T  To7x©” Lt . 57
‘@) Jquo 33T 305 3466 & q3x0° Luy 3,56
. . A -
G) 3s6b 3HeF 357 3456 ¢.Alxio LYs 35?
» Ly 3.5"
) 353% 33 s 3198 ¢.azx(o° G
L & colls MEMA 1 fresh 14 w2ehe
—  Teans® Aes‘\:g\»f“—d <
-5 36( leOhc@)\S /el
- Benelly dilute .Gl oF above € 5L wesh A€
m(»ec_-(: BX
- Seed ?&Otﬁ covtin lest L ANon (\v«l\
o ?.ix\OS cells fnl &é\uﬁ"o-f\

—  Sees D00 s it oML

B007503



}\\om\-;\l3 cdd 6TE n Dol — feed €o

Concortrede L 1OX

. 3 . Y als) M IWQ
-"\iee.d- 200 o8 GG @L) 2@ =% = I oo f"&j
Hn
Stack = S @25 Ty = 2300 He/ak

Necd oadzeto 2 aR steck 2% W2 FAEMA J‘T‘AS

.0 © 6T GF
e add Vel o emek F D VB 2.5 ey SHEe VRS

- Add 0.3 oF G& - ‘,\,_eci,‘b..,m"z’fb oo tloo

B007504



