COLONY FORMING & HPRT ASSAY FOR V79 CELLS
Experiment Name : 100 % cluster, 3HTdR); Exp.
Investigator: M. Lenarczyk Date: May
21, 2001

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from two 150 cm® flasks, sub-cultured 20x 10(6) cells/flask 24h before) with PBS,
trypsinize cells, each re-suspend in 9 ml MEMB, pass 5x through 10 cc syringe with 21
gauge needle, count the cells using Couter counter (100 ul cell suspension / 20 ml Isotone

2.  Dilute to ~4,000,000 cells/ml in MEMB [Actual count: 399§ 33%  cells/ml)

*

3. Transfer 1 ml of cell suspension into ten 12 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: May 21,

2001/ 18:00
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5. Prepare MEMB containing radioactivity in hood
60 pl 3HTdR (Stock : 4 pCi/pl on Yo )+ 5 ml MEMB

Ll - NET-027%  LlobH- 3106-420~

6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity
according to Table below. '
Date/Time: May 21, 2001 / 20:00

Tube# | 3HTdR | Cellsin { MEMB
uCirml | MEMB | MEMB+
(ml) SHTAR
(ml)
[12 uCi/ml}
1 0 1.0 1.0 0
2 0 1.0 1.0 0
3 1.0 0.830 0.170
4 1.5 1.0 0.750 0.250
5 2.0 1.0 | 0.670 0.330.-
6 2.5 1.0 0.580 0.420
7 30 1.0 0.500 - 0.500
8 4.0 1.0 0.330 0.670
9 5.0 1.0 0.170 0.830
10 6.0 1.0 0 1

7. Return test tubes to roller for 12 h

20:15

Date/Time: May 21, 2001 /
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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).

Date/Time: May 22,2001/ 1100

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 ml wash MEMA

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

13. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C T'tclulc'\l“

15. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash MEMA

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

17 Decant-supe i : casuspend-in.2.; stand A1

19. Decant supernatant, click tubes, vortex, and using 200 pl tips transfer the cells in
polypropylene micro-centrifuge tubes (Helena tube, 400 pl)

14. Again add 200 pl ice cold standard culture MEMA, pipet 1-2 times @ transfer the
remaining cell in the same polypropylene micro-centrifuge tubes (Total volume ~400 ul)

15. Centrifuge tubes for 5 min at 1000 rpm, 4°C

16. Transfer Hellena tubes at 10.5°C for 72 h

Decant supernatant, click tubes, vortex, transfer the cell suspension in polypropylene micro-

centrifuge tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

17. Transfer tubes at 10.5°C for 72 h. o5/2Z (o4 Date/Time: (20O

23. Transfer 30 ul supernatant in three sets of 20 ml scintillation vials containing 6 ml liquid

scintillation cocktail (EcoLume) from 150 ul supernatant removed earlier (Step 10) and count

them for radioactivity Date/Time:

24. After 72 h, carefully remove the supernatant from the top, vortex pellet and transfer the cells
suspension 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

Date/Time: O5/2.5 /0 1330

25. Again add 200 ul wash MEMA 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)

27. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri 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,

HIClR | 107 cluster, \NQ
05]22j01 [12:00 — F2he 508 25
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24,2.5;X.2,X3, X4, X5 etc.

28. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash MEMA

29. Cs:ntrffuge tubes for 10 min at 2000 rpm, 4°C

30. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash MEMA

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

32. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash MEMA

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

32. Decant supernatant, click tubes, vortex, re-suspend in 2 ml standard culture MEMA, pass
Sx through 3-5 cc syringe with 21 gauge needle

33. Determine cell concentration by Coulter covnting (100 ul cell suspension + 20 ml Isotone II)

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, 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.

35. Transfer 1 ml 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 100 pl of cell suspension (in triplicate) to 20 ml scintillation vial containing 6 ml
cocktail (EcoLume)

37. Incubate P60’s for 1 week

38. Count vials for radioactivity Date/Time :

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

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

I
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TABLE-3
Expt. #: VH, ?06%,1‘175(.2—

DAY O o}

mutount

ex,.ressﬁm

Date/Time : 05’/15/.(”/‘ 3-09 pm

Tube #

Coulter count for 100 ul cell Avg. count Cells/ml pCi/cell
suspension
[Avg. count [uCi/ml x10°
x 400§] Cells/ml]
! GI34, 6219 Glof 671 2,465,533
2 AR iR 6772 12,717, 065
a / i

3 €134, 6950, 615! 6878 2,751,333
| 7iss, 786, o) 7is) 2,860, 66¢
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S | 35,6720, 6364, 6900 | 6794 2,717, 864
7 6437, 65i6, G442 6465 2,586,000
8 |es4g, 4799, 65| C66F | 2,666,400
O | 6oss, gars, cr7s 621 2,494, 666
10 ¢s15, 6607 6469 | ¢S 30 2,612,133

node - S-Oo?“l’

Bcu{\, ~ See abovt

Fov seviavad ',

1.2

2.2

2.2

U2

5.2 5%

6.2 6.9

12 1.3

¥.2Z %.2

4.2 94,3

9,2 iedh

B019634



Cell o‘cviﬁv\'{j (?s'ﬁ)
VG o5, HiclR

g

EEOMAY E001 17:0)

ZETEMAY  E.00 BEG RUES 0,00 BEG 281G 0,00 LER: 8
CFRL, UNENOWN REFLTCATES: 1 NOFRM FACTOR G 3, 00000

DEYERY M

DETA
HALF

EAM POE OH

TIME El. TIME &VE H¥E ERRK

wE- 13 i

1 A

i &
& &

s ]

-

(818}
i, 00
TaHAEE, 0
O
(a8}
= 0
(%18)
bal4)
Q0
Q0
)

D0

[y
—

HERIS

P s 2%
s B
e

ISty

33

b

]

vy

VR VPR S S A Y
i . 5

vy s e
g

ey e
J T

)

PO
sl

1
-~

F S R e N T T T T T~ AU S

fte Feet

4y, A5
41.%1
xR, BT
44,54
A5 TG
Gd. TE

i e S

B019635



~el{ oacfw'm’dzy (2ot
VT4, Hie(, (co¥o
*19u7 2Zh oot .

UBER: & IDshk TUE 29 MAy 2001 10311
s RLE RS
Mt 1 ABCYN
CHAaNMMNEL 1-LL 1)
DETH CALCy CFM.

HELF LTFE (DAYS)

0,00 LEF: 0

Y ZEIEMA
FEFLTOATE

A

{ZH P ESIGY OTIidME EL TiME AVGE M EFF

1.42

&
To0D \JY.0
58 88,0
. 14 @%.0
wl 7ioo8v.0

2
24 3
40 87,0
7 "

B3 OB7.0
10 89,0
a7 90,0
4 50,0

P et el el el Bt bl fed el ped
a

x =

o g
o

ifan

*

PR L D)
3406, 00
415,00
HEET .00

-

7

3

=

a

b
'

P
‘!

=
b

5 . 100
L e
a3, DD
FLAEL0
TEA4L .00
: i1
i) .
(T4 B & 1 .00

RS T VO W U IR WU TR S R T T o
]

8.0
836, 0
8.0
28,0

Qn D

&7 1.26 (AR
U0 1,99 0.8

ek

Pt Eeb b Bt et Ld e fed ek et ek bakh bl bk Bl fed Bad Bed el bt bed ek peb B fed el Red b Rl e Bl

Slauwolawot

O -a820V

B019636



TABLE-4

Expt# V77, (057, ////?7'2 Date :
38; Courit vials for radioackivity Date/Time :
Tube.dilution| Colony 1 | Colony 2 Colony 3 | Avg Colony SF
2 g6 s X
2.2 50 26 3
7.2 vy g1 68
w2 | 69 | 44 66
i, 672 | S | 55
62 | 8 |66 67
7.2 1 29(7)]| 35 b4¢
12 | 54 $3 |5/
9L | W 46 3¢
10,2 | 40 36 3¢
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Experiment Name : 3HTdR toxicity (cluster, 50% labeling);

COLONY FORMING ASSAY -

Experiment performed by: M. Lenarczyk
1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from 4x 175 cm’ flask, sub-cultured 1:2, 24h before) with DPBS, trypsinize cells (2

ml/flask), re-suspend cells in 15 ml MEMB/flask, pool 2 flask in 50mm conical tube, spin the

V79 cells / 50 % cluster/ 3HTdR

Exp. June 07, 2001
Date: 06/07/01

cells down (4 o C, 2000 rpm, 10”), aspirate supernatant, and wash the cells in 15 ml DPBS,

aspirate supernatant, pass five times through 10 cc syringe with 21 gauge needle, perform cell

count by transfer 100 pl in Coulter cup containing 20 ml EsoLume
~ 2 3L 000
2. Dilute to ~2,000,000 cells/ml in MEMB Gg Z‘Z (B, %[ ctual count :4. cells/mi)
3. Transfer 1 ml of cell suspension into 20 12 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: June., 07, 2001/ 16:00

5. Prepare MEMB containing radioactivity in hood
800 pl 3HTJR (Stock :1 pCi/plon ., ,2001 ) + 4200 ml MEMB

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.

Date/Time: June., 07, 2001/ 19:00

Tube # | SHTdR | Cellsin MEMB MEMB+3HTdR
pCi/ml MEMB (ml) Working sol. Activity [160uCi/mi]
(ml) (ml) :

1 1.0 1.0 0

2 1.0 1.0 0

3 10 1.0 875 0.125
4 20 1.0 0.750 0.250
5 30 1.0 0.625 0.375
6 40 1.0 0.500 0.500
7 50 1.0 0.375 0.625
8 60 1.0 0.250 0.750
9 70 1.0 0.125 0.875
10 80 1.0 0 1

7. Return test tubes to roller for 12 h .

Date/Time: June, 07, 2001 I 19:30
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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). Date/Time: June, 07,2001/10:45 (  hrs)
NOTE: Set of non-labeled cells were not rolled. The roller is broken. o '

—
10. Remove buckets from centrifuge and carefully remove 150 pl of supernatant from labeled
tubes and place in pre-labeled gamma-tube.
11. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash MEMA.
Steps 11-16 are common for labeled as well as non-labeled tubes.
12. Centrifuge tubes for 10 min at 2000 rpm, 4°C
13. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash MEMA
14. Centrifuge tubes for 10 min at 2000 rpm, 4°C
15. Decant supernatant, <lick tubes, vortex, re-suspend in 5 ml of regular MEMA
16. Centrifuge tubes for 10 min at 2000 rpm, 4°C
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