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AL-N cell survival & Mutagenesis
(1o (HTdR, 50 % cluster)
. Experiment Name : 3HTdR toxicity (cluster, 50% labeling); Exp.;
Performed by: M Lenarczyk Date: 0%/0%/, 2001 /
1. Set the rocker-roller at 37°C incubator with 5% CO,, , wash cells (from three 175 cm’
flask, sub-cultured 1:2, 24h before) with HBSS, trypsinize cells, each re-suspend in 10ml
) RPMI, pool, pass five times through 10 cc syringe with 21 gauge needle, count cells
1A- f;’; ‘fﬁ:‘g‘é"'ﬁ [Actual count C’: o :i'géiglﬁwi
ﬁg«»f 2ot 2.  Prepare cell suspension with final concentration of 2000000/ml A
[B. AN &en 3. Transfer 1 ml of cell suspension into 20 12 ml tubes (Fz'~on polypropylene TC) labeled 1-10
1S cetds both on cap and wall. A
Pl\"msayl 4.  Roll the tubes in standard culture condition Date/Time: 03/ 0¥ ,2001 /(€00 —[3:1§
5.  Prepare RPMI1640/FCS8 containing radioactivity
ﬁlﬁ%"_’ 640 pul HTdR (Stock :1 pCi/ul on Feb., 15, 2001) + 3. 4 ml RPMI 1640
t %‘2 | 1 A [ Remove test tubes from roller and add RPMI/FCSS8 with or without HTdR according to the
- [table: ‘ &5
llo\ 788, ~Cito Date/Time: 6¥07/0! / 1888 -
) Tube # 3HTdR Cells in RPMI RPMI RPMI + 3HTdR 4%); € {20t ).
pCi/ml (ml) (i) [stock -160 pCi/ml] | 15 ¢v
(unl) |
1 1.0 1.0 0
2 1.0 1.0 0
3 1.0 0.940 0.060
4 10 10 0.875 0.125
5 20 1.0 0.750 0.250
6 30 1.0 0.625 0.375
7 40 1.0 0.500 0.500
8 50 1.0 0.375 0.625
9 60 1.0 0.250 0.750
10 80 1.0 0 1
A6O /4 G fwml _ .
x /4. ml 64 orc ( .474(;/”,;) + 3,4 ml RPFIASYFESS —D neafc/n,
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7. Return test tubes to roller for 20-24 h . Date/Time: HM&‘V"U f% (530
8. Next day, prepare and label 10 gamma-tubes (13 X 100 mm VWR glass test tube)
9. Remove tubes and centrifuge at 2000 rpm at 4°C for 10 min (precooled centrifuge).
Date/Time: / Mot 09,2201 / 120 (20 bhvs)
10. Remove buckets from centrifuge and carefully remove 150 pl of supernatant and place in pre-
labeled gamma-tube.
11. Decant supernatant, click tubes, vortex, re-suspend in 10 m! HBSS/CS8

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C
13. Decant supernatant, click tubes, vortex, re-suspend in 10 ml HBSS/CS8
14. Centrifuge tubes for 10 min at 2000 rpm, 4°C
15. Decant supernatant from 10 unlabeled tubes (set B — without H-3), click tubes, vortex,
re-suspend the pellet in 5 ml RPMI/FCSS8, & transfer cell suspension into set A tubes ( e.g.
1 B into 1A into 1B ....10A into 10B)
16. Add 5 ml RPMI1640/FCS8 and centrifuge tubes for 10 min at 2000 rpm, 4°C
17. Decant supernatant, click tubes, resuspend in 2 ml — syringe them 5x,
18. Centrifuge tubes, decant supernantant, wortex.
19. Transfer the cell suspension in polypropylene micro-centrifuge tubes with attached caps
(Helena Plastics, 400 pl) using 200 pi pipet tips
20. Again add 200 pl ice cold RPMI, re-suspend and transfer the cell suspensions in the same
polypropylene micro-centrifuge tubes (Total volume ~400 pl)
21. Centrifuge tubes for 5 min at 1000 rpm, 4°C
22. Transfer tubes at 10°C for 72 h. Date/Timelonchn /05/200\ / 1630
23. Transfer 30 pl supernatant in three sets of 20 ml scintillation vials , then add 6 ml liquid
scintillation cocktail (EcoLume) 150 pl supernatant removed earlier (Step 10) and count them
for medium radioactivity Date/Time: /
v 24. After 72 h, carefully remove the supematant from the top, re-suspend pellet in 200 pl HBSS/CS¥
& 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 RPMI/CS8 by using Pasteur PIPL 1 2
Date/Time; B&e 49, 2001/ {7:0D
v 25. Again add 200 pul RPMI in micro-centrifuge tubes, re-suspend and transfer the cell
suspensions in 12 ml tubes . .
\/ 26. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)
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TABLE-3 inor on:
Ja 3 ON -
Expt.#: N+ CxI10 (5%, HE)  poterfime: £3/12/00
4 Swvived for AN, (R 105 12°0)
6C Cxro ((i05¢) :
Tube #| Coulter count for 100 pl cell Avg. count Cells/ml ’rb‘fcv& .
suspension ' Pe /e
[Avg. count of czﬁs Coveny
X400 ] (x10°)
L Ct20 632%,C¥83 | 614 2 PC 26+ [543 264
2 le4i0, 6289, 6254| 633%  [253323% |sp7 243
P |5548,5562, S4b2| 5513 2206333 |dbo 4o
Y] 5291, 5260, 5395 | 5232 {2116 BoO |L23 409
> 499, 5265, 524 | 5156 |2 o€ 24T (4,42 402
6 4%1&), 5006, S OYY Sooo 2 000 000 | 4,00 a9
T 14932, 4899, 493 | 4G06 |4 262 533|393 a3
° 5198, 54985339 | 5239 | 2095 33|49 4103
> |G383,4382 406 | U3 [ 48B4 20 [3.78 gy
0 14709 4669, deos | bl | ASChoo | 2H 92
. ¢ AN | e —?;Zo)% Conlones
@‘”f}« ek 30 c' 5426, 5509 53C2 53, 2 213¥Gco 4,28
0,88 ¢ qzqg ww, 433 L4529 A¥ri2 200 34T
or L BBel 4lee, 4361 4,999 445 OEG 34D
S R
w.l% SI12G, S120, 5229 SAL2 2056 663 G, 14
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