Y79 COLONY FORMING ASSAY
AND  HPRT  POTAGENICITY

Experiment Name : 3HTdR toxicity (cluster, 100% labeling);

Exp. #44, ML ~ heRT/4
Investigator: XzBishayep MARE K Date:
12143488 Oc*(A, 2000

—D'Ai 1. Set the rocker-roller at 37°C incubator with 5% COQy, set the Coulter Counter, wash cells

PRS (from two 1 %O cm’ flusk, subcultured 1:2, 24h before) w1th LPBS, trypsinize cclls cach
Wi :):oa‘f o resuspend in¥ml MEMB, pool, pass five times through%c syringe with 21 gauge needle,
o™, ”3 perform cell count by transfering 100 ul in Coulter cup containing 20 ml isotone (Coulter

balanced electrolyte solution) 292 < 10h /il

2. Dilute to ~4,000,000 cells/ml in MEMB [Actual count : 4.2 0" cells/mt)

3. Transfer 1 ml of cell suspension into ten 12 ml tubes (Falcon p}asﬁs test tube 17x100 mm)
labeled 1-10 both on cap and wall Pelypropytens

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO» /\0/02/ 00Date/Time: A%.00 — 22130

5. Prepare MEMB containing radioactivity in hood ? (a8 “3)

AD pl 3HTAR (Stock : 4 pCi/ul on }/zf/po) + 2.4 ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity
according to Table below. No (o - L25flsi Date/Time: 24 '.ﬁo — fNoNin By

Tube# | 3HTAR | Celisin | MEMB o };4;;‘ e
uCimt | MEMB |y | MEMB+| _
(ml) 3 Y needd 23 ml PENR
HTdR 2.Pepae 24wl NENG
(ml) > o
[AUC/MI S = al comecrdrhiow of STOEK

] o | 10 1.0 I PR TR
2 0 1.0 1.0 N v - 2500 pL
3 00r | 10 | 0995 | 0005 x = Al g AGL of ?’}fff o)
4 005 | 10 | 0975 | 0025 : |
5 0.1 10 | 0950 | 0.050
6 0.2 10 | 0900 | 0.100
7 0.5 10 | 0750 | 0250
g 0.75 10 | 0625 | 0375

~v ~ - g g TTveswg g ceemIN
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9 1 1.0 0.500 0.500
10 2 1.0 0 1

Z
DAY 7. Return test tubes to roller for 12 h OkJy, 209D ace/Time: 13130 (165 bws)
- 8. Next day, while test tubes are in roller label 10 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). O3 , Looc Date/Time: /3 '.40 (16 bn GOmiv)

10. Remove buckets from centrifuge and carefully remove 150 pl of supernatant and place in
prelabeled gamma-tube.
11. Decant supernatant, click tubes, vortex, resuspend in 10 ml tv&s%{ MEMA®[ used requlac MENA
12. Centrifuge tubes for 10 min at 2000 rpm, 4°C
13. Decant supernatant, click tubes, vortex, resuspend in 10 ml%wasl% MEMA!
14. Centrifuge tubes for 10 min at 2000 rpm, 4°C
15. Decant supernatant, click tubes, vortex, resuspend in 10 m! \{vaskf MEMA }
16. Centrifuge tubes for 10 min at 2000 rpm, 4°C
17 Decant supernatant, click tubes, vortex, resuspend in 7 ml of MEMA
18. Centrifuge tubes for 10 min at 2000 rpm, 4°C
19. Decant supernatant, click tubes,vortex, transfer the cell suspension in polypropylene
¥ CE Cf!’@ microcentrifuge tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips
;:::;;:iz, ; 20. Again add 200 ul ice cold MEMA, resuspend and transfer the cell suspensions in the same
’ff th phte only polypropylene microcentrifuge tubes (Total volume ~400 ul)
%f:‘z‘;; z)‘nSo 21. Centrifuge tubes for 5 min at 1000 rpm, 4°C
e ch@.) 22. Transfer tubes at 10°C for 72 h. Oo&%‘bo Date/Time: Al: 00
@ Transfer 30 ul superngtant igéhree sets of 20 ml scintillation vials containing 6 m! liquid
scintillation cocktail (; ) from 150 ul supematant removed earlier (Step 10) and count
DAY them for radioactivity 0B ,00 DatefTime: . /(: 30
21 4. 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
Ock., & ;00 Date/Time: AL AG
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. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA

W 8x3%3=72 4(~78 (Peo) - smaval
B~ dox A = A9 (Plooy ~ Lo HPRI~carrormon
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- 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,X3,X4, X5 etc.

Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
Centrifuge tubes for 10 min at 2000 rpm, 4°C

Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
Centrifuge tubes for 10 min at 2000 rpm, 4°C

Decant supernatant, click tubes, vortex, resuspend i@wash MEMA, pass five times
through 3 cc syringe with 21 gauge needle

. Determine cell concentration by transfering 100 ul to Coulter cup
. Vortex tube, transfer 0.5 ml into dilusion 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.

Transfer 1 ml from dilution tubes into dishes labeled X.2, X3, X.4 (in triplicate). Only X.2
shou%gbﬂe seeded for control T-tubes.

Transfer 288-ul of cell suspension (in triplicate) to 20 ml scintillation vial containing 6 mi
cocktail (Aquasol) =~ 30 wials T

Incubate petridishes for 1 week

Count vials for radioactivity ok, €, oo Date/Time: 19! ) .

After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with 0.05% crystal violet

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

Da\/ O« ©e4.6 —> Plale A0 » 406uee«‘»$ CPAODW‘WD) + Fml

HEMB

- Y. 400 wm) 4 I wval MENB
Dm/% - oct 9 -—'712@?1%6 Ao x \6° eolty (P wow )

Day 5 = Och 44— Replale fo v Aot colls (Papouam) 4 T i MEME

£
Dc.\/ - Gt 13~ Replale 1o ¥ 100 cells
Oct \S aa)r C&al\au\%e + syrvival (3 €T6)
b) veplete Ao % ApE s (PAOGEAM) t Tmli

Oct. A3 - T Chatlange HNLY

Fi X lang @
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s MEDIVM AcCTIViTY

TABLE-1
Expt. #: ML~ HPET/A

Date/Time : Oci., 5 2000 [46:30

Tube # | Medium count for 10ul | Avg. cpm | dpm uCi/ml (A) | pCi/ml (A)
(cpm) [cpm/0.52] | on counting | on addition
[dpm/444]  |[A/e™]
! U, 1212
2 |12, 24, %
> | ng, 13,165

1 [ 703, 612, 681

> 11428, o, IS0k

6 |2gs4, 3029, 2791

T |Qo2u YAU2, WS

8 |i12%y , 10433, liot?

9 WSop, 1592S, 1540k

1031174, 30194, 31034

B019443



“ # \9-{2 o e Covered ()Y\\‘/V\ C/&USJ@\/S
aber 72 hn ok 18°5°C

TABLE-3
Expt.#: HPRT/A Date/Time :
Tube #{ Coulter count for 100 ul ceil Avg. count Cells/ml

suspension . | [%Ocoum

J ) ]ch

b | 3ot 266, 228 9555 -4 | AAH
2 | 2395, 34, 201 1043, -A | 133
S lail 46 336 1936/, -4 |46
‘ 33}9, 4od, 331 gy -4 (4,49
S| 300, 267, 316 104Y5-4 | 438 236 6%
¢ | 35U, 290,269 3i35-4 | 12! 242 i,
7| 246, 2%%, 498 6115-4 | 083 W 4us%
* | 29,322, 333 N4p~4 129 258 5%
> | 298, 294, 314 Yog/s- 4 | 120 pue 607
10| 333,228,3%5 |03~ | 133 VATAN) A

qu(&ciwu.mol = /1
Volume counleol = 57@/“1,
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CELLS SOSPENSION ACTi ity

TABLE-2

Expt. #: ML_H Fm//(

€Ll. € ©O Date/Time: A9+ 35

Tube #| Radioactivity for400 ul cell | Avg. com | dpm pCi/ml (A) | pCi/mi (A,)
suspension [cpm/0.65] | on counting | after 12 h
(cpm) om0 incubation

722z000| [A/e]

L A0 10,42 A 2

2 q.¢, 30 A5 3

oM, 24 F 24 32 |0.0e007

4| 130, 108 M2 AN Ao |o.004

5 240, 224, 7%5 227, (P 0.00%

6 210, 5¢6, 506 Ut | 49

7| 326, 4%, H5 YA M55

8 4§44, 1866 6l |13+ 2332

9 2067, 2133 2138 | 2113|3251

0 |4549 46003991 | (380 |6F3Y

B019446



pol

0ch
Ol
G
0F

0.b

TABLE-4

Expt # : Date :

Tubediuton | Colony1 | Colony2 | Colony3 | AvgColony | SF
13 >4 4y 25 1sas 7 N w4
2.3 Y 36 24 fusns)a -~ /

3,3 L 52 5% LF |5, 0% -G
h,?2 el 65 72 |65)49 pad - W4T
5% 29 22 72 |24/33 ont - 055
0.5 50 54 4 |uaA2l ose| ~129
1.3 28 5o 4%  |4bfap o - 1,59
N 29 Go L3 49/13 o - 123
9.5 4 24 28 129/m0 pa3| -4.00
\0,% 14 19 20 |19/138 onb - 0LG
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riment:
e/Time:

Tube #

—

Ay ~

cCCoo~NOOLA~ W®W

1st

%4
sba

395

414
379
360
354
246
319

298
373

Tube # Predicted

ot

COWwONOU A WN=

# Cells
Seeded

200
200
200
200
200
200
200
200
200
200

ML - Oct. 2, 2000

10/2/00
Coulter count
2nd 3rd

266 288
341 307
346 336
408 331
367 316
290 269
233 198
322 333
294 314
328 335

Actual

#Cells 1st

Seeded
126 37
139 38
146 52
149 57
139 29
121 50
90 38

129 39
120 41
138 19

CoulterSurvival

Average Cells/ml

316
348
365
373
348
304
226
325
302
345

1260000
1386667
1457333
1486667
1386667
1213333

898667
1294667
1204000
1377333

Colony count

2nd

48
36
57
65
22
51
50
60
34
19

3rd

35
31
47
72

47

20

1st

Average

38

52
65
24
49

49
38
19

Hemocytometer Count in Grid

2nd

PE (%)

29.762

35.682
43.498
17.548
40.659
48.591
37.848
31.285
14.037

3rd

SF

4th

SF

Uncorrected Corrected

1.00

1.3867
1.7244
0.6489
1.3166
1.1644
1.3067
1.0044
0.5156

1.0000

1.2592
1.5350
0.6193
1.4348
1.7147
1.3356
1.1040
0.4953
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