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V79 COLONY FORMING ASSAY

S Experiment Name : 3HTdR toxicity (cluster, 100% labeling) Exp. # : 5
' Investigator: K, Howrell Date: 7/16 /o

Serum/Lot#s: Gbco Letar |p2 3288

. )

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from one 225 cm’ flasks, subcultured 1:2 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 tiies through 10 cc
syringe with 21 gauge needle, perform cell count by transferring 100 ul in Coulter cup
containing 20 ml Isotone I (Coulter balanced electrolyte solution).

2. Dilute to ~4,000,000 cells/ml in MEMB [Actual count : « ,o5x € cells/ml)
0135~

o o8 z \oV2sSx Hep = ‘—\.og*wece'l\s/ml
volg 2

3. Transfer 1 ml of cell suspension into 10 14 ml tubes (Falcon polypropylene 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% CO2 Date/Time: 2: i5pm
5. Prepare MEMB containing radioactivity in hood The [o
{60 pl3HTAR (Stock: | pCifulon 7/5/by )+  miMEMB
Manufacturer: NEN NET-027% Lot #: Calibration: 7 15 /o)

6. After 3-4 h, remove tubes from roller and add MEMB with radioactivity according to Table

below.
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Tube # | 3HTdR | Cellsin | MEMB MEMB+
pCirmt | MEMB L ) 3HTdR
(mb) [40 uCi/ml]
(ml)
1 0 1.0 1.0 0
2 0 1.0 1.0 0
3 1 1.0 0.95 0.05
4 2 1.0 0.90 0.10
5 3 10 | o085 015 ;":f
6 4 1.0 0.8 0.20
7 5 10 | 075 0.25 \cOR 13
8 10 1.0 0.5 0.5 € 3.4 ok NEND
9 15 1.0 0.25 0.75
10 20 1.0 0 1.0
grl T B,
7. Return test tubes to roller for 12-14 h. Date/Time: ©7 / 6/ 01 p 6-30
8. Next day, while tubes are in roller label 10 gamma-tubes (13 X 100 mm VWR glass tube) P
9. After ~12-14 h incubation period, remove all tubes and centrifuge at 2000 rpm at=$=&-for 10
min (precosledcaitirifgre). Date/Time:

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

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

12. Centrifuge tubes for 10 min at 2000 rpm

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

14. Centrifuge tubes for 10 min at 2000 rpm

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

18. Centrifuge tubes for 10 min at 2000 rpm.

22. Decant supernatant completely, click tubes, vortex.

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 MEMA, resuspend and transfer the cell suspensions in the same
polypropylene microcentrifuge tubes (Total volume ~400 pl)

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

26. Transfer tubes at 10.5°C for 72 h. Date/Time: 10:%0am 7/(7 o\

27. Transfer 30 pl supernatant in three sets of 7 ml scintillation vials and add 6 ml liquid
scintillation cocktail (Ecoscint) from 150 ul supernatant removed earlier and count them for
radioactivity Date/Time: {0:30am T/t /o\
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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: 7/200)

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

30. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

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,
24,2.5;X.2,X.3,X4, X5 etc.

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

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

36. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
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 m! to tube X.3, vortex tube X.3 and
transfer 0.5 ml to tube X.2 and vortex. Keep tubes on ice.

39. Transer 2x10° cells to T75 flask for mutant expression.

39. 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.

40. Transfer 200 pl of cell suspension (in triplicate) to 7 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.
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.
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TABLE-3 A00%e clester, HIE, V73 astls N
Expt.#: & July 20, 200! DatelTime: o~ (2:00 277
Tube #| Coulter F:ount for 100 ul cell Avg. count Cells/ml
sspension [Avg. count= &4
< xa00p— L4

Tots sie 2l | 2%/00 cetls ¥rd)
1 823 4¥IC 4B gD | 3 93600 | A.OF
2 530p 5385 5312 2 130 490 | & 260 00 | O 9%
3 |4B2 “8® 462 |4 296 (33.|3 PR BE | A08
4 |sy90 9969 4935 |199p 933 |3 T8I | A0O
3 5457 $625 56X L2 9/0 490 4620 $o0 | 09/
5 |57¢5 SOF = |Dom 723 |G 172000 057
T 47 4838 4?53 4932533 |3 FbSO6F | 4.0%
8 |S5/15 4965 5097 2 o1y o | § 28800 | .25
o llbels G 9583 4,839 733 | 3 679964 |1, 68
10 \ygco 5595 4667  |19u5 200 |3 69040 | 1,08

/_?c//?r‘ - 22

Moofe ~ SO0 /w

B007437



723 (270 &xp- 5
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SCIENCE -- Recruitment Advertising Page 2 of 2

Be sure to mention that you saw this ad on Science Careers
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Copyright © 2001 by the American Association far the Advancement of Science.

http://recruit.sciencemag.org/cgi/show/5529/5529x1.191Q3612 7/23/2001
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TABLE-3 0 ﬂfJ/ . ,2;5:2
v
Expt.#: & Date/Time : 7/245) /
Tube #| Coulter count for 100 ul cell Avg. count Cells/ml pCilcell
suspension
4 [Avg. count uCifmtx10
Manowede vol, 1o0oud .
400] xS~ Gells/mit
: ! ml cells B 2pxo”

! 1535 163, 1624 1597 3a4x’ /MR | 0,63
2 1642 16573, 1708 1667 3.33%15/08 | 060
3 1246, 115Y; 120] 1200 2 Hdoxtoyk | 0.F3
4 1699, 1627, 1667 6ot | 3.33x00° .60
> 791, 914 gos5 763 [.93xi0% s
6 1267,1323, 122 1265 2.5x 10* J-79
7 1397, 1350, 1405 |38 2., 77% " 0.72
8 /485, 1283, 1367 2.§2%10° 0.7/
9
10 I3F1, ¢33, /36 2.75 x 10 0.73

?ee\ech‘(\ st cellg ‘Fl;( ex@r‘esas'o(\, ?emov{ credia. e ‘T75‘)

woosh X corth RS -¢5, add 2 AL ’6‘”"‘]?5(%, set &

foorn femp > & i . ?eguspc’r\c‘ N Tl wesh HEMA

Aranster ~to 12 ml e, contTRee 2000 rpr ; éemr\—f_) resUsPez\cl
N 5 Al PEMAL Syiirge SX 10048 T Colter, cetter”

Marons et o lune ool . T Transher 20t cells o .T‘lS‘O’F(Q;sk

C‘@rvtcfr*nf\e) 2ol MEMA
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SP\\‘J'C Yor expression oo 7[30 [0}

TABLE-3
Expt.#: 5 Date/Time: 7/ 30 /;/
Tube #| Coulter count for 100 ul cell Avg. count Cells/ml pE
suspension
£oo ML oot [Avg. count il x10°
x 400] Ce i
_ Zr10écells
L |¢o3a,5960, ¢oso 60l 24000 | 0. §Fmg
2\ um, 7s%,7775 | 7757 |3.0%0° 0.65ak
3 C}o(\{ﬁnA}FOJﬁi
4
0.7
: 0.75
6 5.7
7 . 75
8 .
6. 75
9 —
"“"V\/
10 .
7337, 1150 0.75
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Tag Number: 1028
Report Group: Full
Channel Size: 4096

Elapsed Live Time:
Elapsed True Time:
Dead Time:

ADC:

Detector:

Geometry:

Sample Description:

MCA Mode:
Preset Conditions:

Area Statistics:

MCA #1 - Canberra S100

Readout:
Acquire Started:

10.00 min.
10.03 min.
0.27 %

Canl510,LLD=0.04, 4k

Can CAM300 PIPS

Am-241 disk against PIPS
Am-241 disk (Tracerlab)

PHA+

Live Time = 10.00 min.

Background Channels = 4
% Exrror Sigma = 1.65

Page

Sat 14 Jul 2001 @ 15:04:45
Sat 14 Jul 2001 @ 14:48:03

‘
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Mutert Colonies

D 2,2, 3,000,204

2) %2,5,4,%,% 4,5,

4) 6,12,9, 7,9,10,6,7,9, 10
5) 7‘®’q/b)§) @/qi(a'(p)l—{

) 6.%.34,6,2,5 5 4 Y

%) 15,418, 5,%,9,7,9,10,9

\0) 4,3,%,12,%,%,9,10,¢,6

)

2)

/P \ Q:bmi Em’clcncj

t91 193, 199
272, 20%, 330 74|
271, 281, 290

234, 223, 275
221,238,224
260,239, 230

20%,225 | 21|
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t
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‘ riment:

e/Time:

Tube #

QOWoO~N®MmHAWN=

—_

1st

4827
5348
4752
5120
5457
5265
4929
5115
4615
4662

Tube # Predicted

SO NODN A W=

—

# Cells
Seeded

200
200
200
200
200
200
200
200
200
200

5
7/16/01

Couiter count

2nd

4878
5384
4898
4944
5625
5084
4878
4965
4711
4596

Actual
# Cells
Seeded

190
213
190
199
221
206
193
201
185
185

3rd

4587
5312
4672
4934
5562

4753
5094
4583
4647

1st

108
85
63
94
66
61
56
47
46
40

CoulterSurvival

Average Cells/ml

4764
5348
4774
4999
5548
5175
4853
5058
4636
4635

7896800
2130400
1900800
1990933
2210400
2061000
1932533
2014400
1845733
1845200

Colony count

2nd

114
81
68
84

108
93
55
38
38
30

3rd

114

83
73
67
73
§2
37
54
30

1st

Average

100

71
84
80
76
54
41
46
33

Hemocytometer Count in Grid

2nd

PE (%)

49.861

37.528
42.024
36.343
36.714
28.115
20.188
24922
18.065

3rd

SF

4th

SF

Uncorrected Corrected

1.00

0.7105
0.8333
0.8001
0.7537
0.5412
0.4050
0.4582
0.3320

1.0000

0.7527
0.8428
0.7289
0.7363
0.5639
0.4049
0.4998
0.3623

B007454



(lw/bgy) uonesnuasuod AyAnay
00S 0ovy 00¢ 002 ool 0
s i 1 L b& o
- \\\« 7
- l @)
\ L -2
* sl 3 g
\ : o8
\ o c
. sz 27T
\ =8
-~ ¢ ®
. <€
. v
uoNRUIIUO) ANAIIOY "SA 9)eldn
(l199/bgw) axeydn Jeinjj29
b ¢ 4 L 0
_ _ . 1’0
7]
[=
3
<
o
* . 3
" . m
paoaLo] = e s & w
pajoalIooun e Te ;"
L
aeldn (199 'SA |BAIAINS
Aewwing

e

€26e0
866170
6900
6€950
€9eL’0
68220
8280
25L°0

0000°}t

peloaLoD  PeloaLIoouN
JEAINING

{BAIAING

0cee 0
28sv’0
0S0¥°0
cLrso
L€SL°0
Loog’0
€ee8’0
solLo

000074

065°¢ 60¥' 29 oL
L09°L §05°/G¢ 6
S8 086882 8
20220 819611 L
¥69°0 0€5°66 9
0LS°0 009'LL g
€Le'0 1/8°8Y v
891'0 0/8'¢€2 ¢
0000 0000 Z
0000 0000 L
(teo/bguws)  (Jw/bgy)

190/KUAIOY "DU0D ANALOY # agn)

L0/9L/L ‘awn) rered

‘Juswiadxg

B007455



(lw/bgy) uonesyussuod Aoy
005 00¥ 00€ 002 001 0
1 Il _ 1 OO.TNO M.vv
lo-3s E
= 00+3'1 w
* 00+3C g
~ 00+3Z &
*- 00+3€ 3
— - 00+3€ B
& _ 00+3'v w
00+3¥ =
€28E0 0ceeo 065°¢ 60y 2oy 1]
uoneIIUSIU0Y AJAROY 'SA axerdn 866¥°0 28sv0 109} G05'L5¢ 6
6¥0%'0 0s0v'0 G8y'¢ 086'88¢ 8
6£95°0 ZL¥S0 888°0 8L96L1 L
£9€L0 1€5L°0 ¥69°0 0€5°66 9
(1199/bgwi) axeydn Jenyen 682.°0 L0080 0Lg'0 ooo”_& S
v ¢ z ] 0 8cye’0 £eeeo cleo L18'8Y 4
_ _ _ L 1280 c0lL0 2910 9/8°¢¢ ¢
0010 0000 0000 4
» 0000} 00001 0000 0000 i
c
s
<
2
° T
¥ @ ] a2 pajoau0)  pajpauooun  (|Bo/bguy)  (jw/bgy)
-4 . Q [BAIAING [BAIAING  [[9O/AHANOY "OUDD ANAIDY # 8gn)
s o,
psioauo) = s 5 & m
25 2
papauiooun ¢ MR . LO/9LIL awiL/sled
000°1 ‘Juswiadx3y
ayeldn [19) "SA |[RAIAING

B007456



Challenge
HPRT mutant selectlon

Date: 20-Aug-01
Experiment: V79, HTAR, 100 % cluster, Roger's exp. #5

Sample# Coulter count Couiter Coulter #of cells Cell susp.
H bckgr.  Mode perml volume for
(ubh 200 000
cells
(ml)
1 2503 2631 2542 5 100 1021467 0.196
2 2411 2478 2399 5 100 969733 0.206
3 NO SAMPLI 5
4 2616 2806 2650 5 100
5 2692 2730 2659 ‘5 100 1075467 0.186
6 2224 2289 2213 5 100 894800 0.224
7 2206 2335 2294 5 100 909333 0.220
8 2497 2317 2410 5 100 961200 0.208
9 5 100 #DIv/O!  #DIV/Q!
10 2087 2138 2051 5 100 834800 0.240

Protocol:
1. Wash T75 1-2x with PBS (no Ca++, no Mg++)
2. Trypsinize the cells (2 ml trypsin /T75, 2-3 min, RT)
3. Add 10 m! wash medium (wash MEMA) / T75 flask
4. Resuspend cells and transfere them in 16 ml conicat tube.
5. Spin the cells down: 4-5 min, 2K rpm)
6. Aspirate supernatant, click tube to disperse pelet
7. Add 5 ml regular medium (MEMB/FCS10%) and resuspend the cells
8. Siringe the cells using 5 ml singe & 21G needle.
8. Count the cells using coulter couter: 100 pl cell susp. + 20 ml isotone.
10. Plate 2 x 10(5) cells / P100 dish in 7 ml MEMA/FCS10% x 10 dishes/dose point
11. Transfere dishes into incubator and let the cells to attach (2-4 hrs)
12.  Take 2 x 10(5) cells suspension, make serial dilution (2 x 10x) to obtain 200 cells/mi.
13.  Plate 200 cells / P 60 x 3 dishes / dose point for Plating Efficiency.
14. Repaet staep 11 and 12 for each sampling point.
15. After 2-4 hrs add 3 ml MEMA + 6-TO (60 ng 6-TO) into each P 100.
(Final concentartion for 6-TO = 6 pug/mi) 6-TO Stock sol. = 60 pg/ 3 mi MEMA)
16. Keep the dishes in standard culture condition for 8-10 days.
17. Wash HPRT- colonies 1-2 times with PBS, fix them with MetOH and stain.
18. Count colonies.
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Table 1. Plating efficiency for HPRT challenge (Roger's exp. #5)
Survival

Set

10

HTdR

0.1685

0.313

0.5095

0.694

0.888

2.485

1.607

3.5905

Number
(mBg/cell) of cells
originally

plated

200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200
200

Numer
of
colonies

191
193
199
272
208
241

271
281
290
234
223

275 °

221
238
225
260
23¢9
230
208
225
211

245
248
227

Avg.
# of col./
piate

194
240
#DIV/O!
281
244
v'v.}"zzs
243
215
#DIV/O!

240

Abs PE

0.96
0.97
1.00
1.36
1.04
1.21
0.00
0.00
0.00
1.36
1.41
1.45
1.17
1.12
1.38
1.1
1.19
1.13
1.30
1.20
1.15
1.04
1.13
1.06
0.00
0.00

1.23
1.24
1.14

Abs PE

Avg.

0.97

1.20

0.00

1.40

1.22

1.14

1.22

1.07

0.00

1.20

+/-
Std

0.02

0.16

0.00

0.05

0.14

0.04

0.08

0.05

0.00

0.06
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