V79 COLONY FORMING ASSAY

Experiment Name : 3HTdR kinetics (cluster, 100% labeling); Exp.# 2
Experiment performed by : A. Bishayee Date: 02{17/00

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 150 cm? flasks, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend
in 9 ml MEMB, pool, pass five times through 3 cc syringe with 21 gauge needle, perform cell
count by transfering 100 ul in Coulter cup containing 20 ml isotone (Coulter balanced
electrolyte solutton)

2. Dilute to ~4,000,000 cells/ml in MEMB [Actual count : 3,993,600 celis/ml)

3. Transfer 1 ml of cell suspension into 10 14-ml tubes (Falcon plastic test tube, 17x100 mm)
labeled 1-14 both on cap and wall

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2 DatelTime: 02{/7/00, 400 P~

5. Prepare MEMB containing radioactivity in hood

4gn1 3HTdR (Stock : pCi/ul on i/3ifo0 ) + |2.ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with radioactivity according to Table

below. DatelTime: 02{17/00;, 730 P*
Tube # | 3gTdR | Cellsin
uCi/ml MEMB | MEMB+
(rm) 3HTdJR
[4uCi/ml]
~(m)

1 2 1.0 1
2 2 1.0 i
3 2 1.0 1
4 2 1.0 L
5 2 1.0 1
6 2 1.0 1
7 2 1.0 1
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8 2 1.0 1
2 1.0 1
10 2 1.0 1
7. Return test tubes to roller for 12 h. Datel/Time: 0;,[
8. Next day, while test tubes are in roller label 10 gamma-tubes (12 X 75 mm 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: 02/I1g/00, 900 %

10. Remove buckets from centrifuge and carefully remove 150 ul of supematant from each tube
and place in prelabeled gamma-tube.

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

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

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

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

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

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

17.Decant supematant, click tubes, vortex, resuspend in 2 m! of wash MEMA for tube #1, syringe

three times, transfer 100 ul for cell count and 200 ul (m triplicate) for radioactivity count.

19. Transfer the cell suspenswn/ﬁ O yp'ﬁ')pylene n%crct)cenn‘iﬁlge tubes with attached caps (Helena
Plastics, 400 ul) using 200 ul pipet tips

20. Again add 200 ul jce cold MEMA , resuspend and transfer the cell suspensions in the same
polypropylene microcentrifuge tubes (Total volume ~400 ul)

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

22. Take tube #2, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the contents by using pasteur pipets to 14-ml tubes (Falcon plastic test
tube, 17x100 mm) containing 10 ml wash MEMA

23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in corresponding 14 ml tubes

24. Wash cells three times by centrifuging the tubes for 10 min at 2000 rpm, 4°C resuspend in 2
ml of wash MEMA for tube #2, syringe three times, transfer 100 ul for cell count and 200 ul
(in triplicate) for radioactivity count.

25. Transfer tubes 3-10 at 10°C DatelTime: 03{/£/00, (32 Q-4

26. Transfer 30 ul supernatant from from 150 ul supernatant removed earlier (Step 10) in triplicate

in 6 ml scintillation vials containing 6 ml liquid scintillation cocktail (Ecolume, ICN) and count
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them for radioactivity Date/Time:
Oﬂq\ s 27. After 24 or 48, carefully remove the supernatant from the top of the tubes 3 or 4 respectively,
. 9.6° wash cells three times by centrifuging the tubes for 10 min at 2000 rpm, 4°C resuspend in 2 ml
“'1,0(80 of wash MEMA, syringe three times, transfer 100 ul for cell count and 200 ul (in triplicate) for
0 il il radioactivity count.
i 28. After 72 h, for tubes 5-10, decant supernatant, click tubes, vortex, resuspend in 10 ml wash
oAn1?° MEMA

V/ 29. Centrifuge tubes for 10 min at 2000 rpm, 4°C
q/90 30. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

32. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
through 3 cc syringe with 21 gauge needle

34. Determine cell concentration by transfering 100 pl to Coulter cup

34. For tube #3, transfer 200 ul in triplicate for radioactivity count

35. For tube$ #6 and 7, plate 1,000,000, 500,000, 250,000 and 250,000 cells in 75 cm” flask
containing 10 ml MEMA. o '

36. Following every 24 h, take 2 flasks with same no. of cells plated in descending order,
trypsinize, resuspend in 2 or 1 ml of wash MEMA, and perform cell as well as radioactivity
count.

Tok of iy wpinke o fails okl

02«(2’7/( 60 A 72-0 0 pm-

. : . P
afvs/ oo - o0 |

B001561



FaGE: 1

l SUHE & D HE HOWELL FRESET TIiME: 1.0 Frl 18 FER Z000 13:14
FLE RERPEAT: 1 COYCLE REFEAT: 1 SCH:N ROZEZs M

HM P AQOC:N QCF: M RCMend

CHAMNMEL -l O Ulr 400 25T6MA: F.00 BEG SUR: 0, ) BFG :STP: 0,00 LSHs 0

DATA CALLG: CFM, UNENOWN REFLICATES: 1 MORM FACTOR:E L.

HALF LIFE(DAYSE) sl

SaM FOS CH O 2ERYIGY TIME EL TIME avhG H# ERK

A7870, ﬂﬂ 1.92Z2 0. 40 .44 9.0
m {1 877350, % 1.94 0. 56 .08 9Z.0
ATHND L 9 ! 1.95 0.05E 4, HE 2.0

i owE- 1
Do~ 7
3 kEe 3
4 - 4
5 R 5

ATFELL 3G 192 é\f_’ G.T1 Fl.0
PEORLALE I D b B RS Q.dﬂ .17 FI.0
£

&

b wk- & G179, 1,97 0.54 FL6E  FE.O

7 7 2.0l 0.7 11.20  Hi.o

12.65 1.0
14,18 0.0
15.93 %2.0

i
’.';l e e C.,I

TR ST R

LD w=g

fet feeb beh bk et el Bl bk el

i/V"ﬁﬂfi
Bn ég*ﬂr"u" :

1.97 17.53 73.0
1.9% y 18.94
Ea 0 0. 56 2037
2.0 0,31 2. 10

1.99 0.58% 24.05
.59 0. 857 5. 9Y
1.95 0. B RTLEI FZ.0
200 0.5 EL S RV

¥ IS

L EEAE. D 1.95 . B0 EGL.T 9200

] 1H%9D84 : 1.9% 0. 56 ERCETOR2.0

] 2HF0.74 0 1.94 0. G4 B0 FELQ
18846847 1.9% 0. 36 Fh.el

FELOOD 2,00 0, 50 A7 .27
R A 0. T EE.7E
; 1.92 O, & A0, 5
L .97 QDR 41.71
1.9 0. 54 a4z,
.99 O S 45,14
1.97 0. 54 4G, &0
1.9% L 48,12
48, =4
S50.7h
bW A A U A 6
SERLE0 1100
54,51 11100
SER.T7 O11L.0
E?u11 Pi0.0

L EZ 11000

59.87 rv:u;% T&Aegts'«fvuwﬂ”%f

e e

L (=2

AR L
O e F 531»"¥é3u
FhHowEw— H©
I B e L?
#E--10
a1l
b T T

w17 1 GRG0, O
e ge-- 1 4 1l mé..fy 1
#x--15 1 11898, LE

EE16 1%¢E@d195,52 1.94
#x-17 1 {?;tfg S5 1.97

3@ wee-18 1 5

AR T | 1 G T
TR wEe- 3 lﬂﬁ{i
R e A i d

T
-
®

~
3
o
b
i
Lh

,.—
[N
-
14 L}
o L
. o
A
1] B
By bl
% 3

B001562



E/W#Q-— FART
USER: & TD:HZ HOWELL FRESET TIME:  1.00 WED 2% FEBR F000 20:579
SAMPLE REFEAT: 1 CYCLE REPEAT: 1 SCR:N  REZZZ:M

L: 1 AaGC:M GCFiM ROM:=N ] i
SMEL 1-LLs O Wy 400 ZRIGMA: Z.00 RBEG SUR: O D T—'! "G "'L?;IF&: 0. 00 LBRs 0
DATA Calf: CPM, UNENMOWN REFPLICATES: 1 NORM FACTOR: &

HALF LIFE{DAYSE) sl

gaM POS OH OPM FEIGL TIME El. TIME avG rHE ERF

-t

e o

1 {1514.0() Ga. 14 1.0 L /"? iigu‘)

e 11| 1658, 00 4.91 1.00
Ao 170, O . e 1. 00 u.ﬁ

RS

L

[

TOE,O0 0 4.84 1. 0D vl
'l-'y{lh_j UMY 4.1 AANLA LY 10,04

5 ke 5
& dd— & 1645, 00 4,93 1. 00 11. 98

B001563



U “F’F 2 é>

H H: H
R
e

HALEF

50M

3
A

-

E

TD:HE HOWELL
RFEFEAT: 1
1 60N GEF: N RCM:N
JEL T-Lils 9 Wy 400
Calt: CFM,
LIFE (DAY ol
FOS CH
- ]
Wl
wE-

} 1 ‘? 5
i
1
- 4 1
1
1

P
f )

6h£

Jl") )
7R D)

61%;"H,nu
44,00

- 5

e

FRESET
CYCLE REFEAT

SETGEMA:
UNENOWN REFLTCATES:

AR REYA

T.ah
7.19
T o 30D
PR
18

A
FAPRRIRS

7
v
7

Eyi 41
TIME:
1 BURsN

i

1,00
1.00
1o
1.00
1.0
1.00

1

« D

R&2

.00 BEE SURs
NORM FACTOR: G

TIME

fn".:'.l
4.132
Sa il
g. 13

10.1é4
12,04

vl
et 8

FAGE: 1

THU 24 FER 2000 142328

M

0. 00 RBEG 261Gs 0

1. 000

0,00 LSR:

G HE ERR
112.9
L1E.0D
115.9
1150
115.0
11600

B001564



e #2—
FOGE: 1

e

U$Ei: & IDsHI HOWELL FRESET TIME:  1.00 FRI 2% FER 2000 15:46

3 E REFEOT: 1 CVCLE FEFEAT: I SCHR:N R
Hi ABCEM BCF:N ROM:M i
CHAMMEL 1-LLs O Ubs 400 2SIGEME: 2,00 BEG SURH: O.00 BEG 251G 0,00 LSR: L
DATA TALC: CFM, UMENORN REFLICSTES: i NOFM FACTOR: 6 1. 00000

WHLF LIFF(DAYEY =M

E

iSﬁH FOS  OH 2P SEIGY  TIME EL TIME AYG H# EFH

|
Elp 7
.ﬁ. .’{. —
-E. "g.;. s
ol 5
Bi—- &

13,80 1.00 Z.17 11200
14,70 1. 00 211400
I 1200 4 11%.9

S0 00 14011 100 fB.27% 115.0
QL/éiaﬂuﬂﬁ 14.91 1.0 10,21 116.0

170,00 15,34 1.00 12.48 114.0

01 2 e B3 o
b gk bk ke ft ek

e

B001565



2

TABLE-1

Expt. # : 27 Date/Time : O”)/ffg'/OO} j~ (S pin

"Tube #] Medium count for 30 ul Avg.cpm | dpm pC/mi (A) | pCifml (A,)
(cpm) [cpm/0.58] | on counting | on addition

[dpm/66600] | [A /]

! 18867 | 32529 | 0°48e4

2 8914 | 32010 | 04g9;

3 18483 | 3i878 | 04784

4 18320 | 31587 | 0:4743

> 18752 | 3233 | 0°485s

6 1804( | 3iHlog | 0467/

7 i8772-| 32342 | 0-49359

8 1965¢ | 33893 | 0 So089

? 18990 | 327492-| 0-'441¢

10 i&g73 | 327:3 | 09919
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TABLE-2
Expt. # : Date/Time :
"Tube #] Radioactivity for 200 ul ccll | Avg. cpm | dpm pCi/ml (A) [ uCi/ml (A,)
j::““"“ fepmi0.38] | on countng | afer 121
[dpm/444000] e
! 42360, 41355 4189|4187 | 72191 | 01625
2 35165, 3549¢ 3¢c43| 35p0j | 61381 | 01382
3 37103, 37926, 56965 | 37330 | 04363 | 01444
|73, %5098, ausy| 43304| 7976G | 0684
® S | 37¢6s, 3s410,35703| 364321 62814 | 0'idig
0V | 4128, 3777, 3964 | 3954 | 6621 90153
61340, 3800, 3812~ | 3860 | 6e5S | o-ouy
7,; 1514, 1458, 1670 1614 2782 0 0063
DL | i7es, ieSq, [ 649 [67] | 2¢%&I 0 006S
B | 714, 773, 750 748 (290:21 0:0029
v 738, 775, Tay 751 1247 00029
a) 2o, 195 145 9 3319 0" 0007
g 20, 19, [0 193 36 6-0007 |
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Expt. #: 2 DatelTime :
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