V79 COLONY FORMING ASSAY

Experiment Name : Cell separation by FACS (CHTdR cluster, 50% labeling);
Exp. #:1; Investigator: A. Bishayee Date: 04/12/99

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 150 cm? flusk, 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 solution)

2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : |, 244, 66¢ cells/ml)

3. Transfer 1 ml of cell suspension into eight 12 ml tubes (Falcon plastic test tube, 17x100 mm)
labeled 1-8 both on cap and wall

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2 DatelTime: 04(j2/49; 400 P

5. Prepare MEMB containing radioactivity in hood

|6 ul3HTdR (Stock: |uCi/ulon ¥gjg9 )+ 2 mlMEMB
6. After 3-4 h, remove SFSEEEESEHO test tubes from roller and add MEMB with or without

radioactivity according to Table below. Date/Time: 04;/1;/4,,,) 7-1S pom.
Tube #| sgTdr | Cellsin || MEMB
uCifenl N%B (mi) | MEMB+
3HTdR
(ml)
[8uCi/mi]
1 0 1.0 1.0 0
2 0 1.0 1.0 0
3 0 1.0 1.0 0
% 4 2 1.0 0.5 0.5
5 0 1.0 1 0
% 6 2 1.0 0.5 0.5
7 0 1.0 1 0
%/ 8 2 1.0 0.5 0.5

7. Return test tubes to roller for 12 h. Date/Time: &4 [12{44), 7-30 Pm.
8. Next day, while test tubes are in roller label 10 gamma-tubes (13 X 100 mm VWR glass test
tube)
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9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge) . Date/Time: oaj 13/9 , 9-30 4.4 .
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 washMEM#A- PbS omd W"’)-lléﬂ/ to
12. Centrifuge tubes for 10 min at 2000 rpm, 4°C 1 'S me plaske

L&@eamr 10 m"“‘t'ZUOD‘m a pm, 4°C
17.Decant supernatant, click tubes, vortex, resuspend in 2 ml of PBS, syringe and perform cell

count as well as radmgcﬂ%wty count by transferring ahquots (l 00 /M) ‘ &,f:e
18. Add B ml of PBS in each tube, vortex and-transter-the-eontenttotS-miplasticT ) pepue
18. Centrifuge tubes for 10 min at 2000 rpm, 49C 25 djc,
19. Decant supernatant, click tubes,vortex ond) 068
20. Add 2 ml of CEDA (0.03, 0.5 and 2.5 uM) in prewarmed PBS in tubes # 4, 6, and 8 pﬁ‘;‘: ”Gﬂ 7

respectively and PBS in the remaining tubes.

21. Incubate all tubes at 37°C for 15 min.

21. Centrifug tubes for 10 min at 2000 rpm, 4°C

22. Decant supernatant, click tubes, vortex, add 2 ml prewarmed MEMA

23. Incubate all tubes at 37°C for 30 min.

24. Centrifuge and decant the supernatant, suspend in 5 ml MEMA

25. Transfer the content of one tube to the next one (1to 2; 3 to 4 etc.)

26. Centrifuge, decant the supernatant

27. Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps (Helena
Plastics, 400 ul) using 200 ul pipet tips

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

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

30. Transfer tubes at LO°C for 72 h. DatelTime: 04/1%/ 94, (—o0 P

31. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to ;Agﬁt 5 ml tubes containing 10 ml PBS by using pasteur
pipet Date/Time: _

32. Again add 200 ul PBS in microcentrifuge tubes, resuspend and transfer the cell suspensions in
15 ml tubes

33. Centrifuge the tubes for 10 min at 2000 rpm, 42€~(precovted—centrifage)

B011745



. 32. Decant supematant chck tubes, vortex, resuepeone
33. in 13x100 mm transperant plastic tube for FACS, wrap the
tubes with aluminium foil.
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l.

TABLE-1

Expt. # : | Datel/Time : O4[[3(9q; 4-20 P .
"Tube #] Medium count for 30 ul Avg.cpm | dpm nCi/ml (A) | pCi/ml(A,)

(cpm) lcpm/0.65] | on counting | on addition
[dpm/66600] | [Afe-"]

1

2

3

4 76469 | 17644 (*76

5

6 67402 | L03¢cqe | 1°56

7

8 65 212 L04q4( [ 57

9

10
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TABLE-2
Expt. #: { |09 o DatelTime : 04/ 13(¢q ; 420 [
Prad
Tube #| Radioactivity for ﬁ ulcell | Avg.cpm | dpm uCi/mi (A) | uCi/ml (A,)
suspension
. [cpm/0.65] | on counting afterb12 h
cpm Z incubation
@ .) é He [dpm/444660{
WC“’ g 22200 | [Afe]
1
2
3
4 75101 185s8 0-052]
5
6 7974 12267 | 00553
7
8 Seqs | 8758 | 00345
9
10
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TABLE-3

Expt. # - | Date/Time : 04((3/99

Tube #| Coulter count for 100 u] cell Avg. count Cells/ml pCi/cell
suspension ’é“(f ) .
XA w'_u:ﬁ:;v‘, elikor [Avg. count [uCi/ml x10°

x 4000] Cells/ml]

! i8¢, 187, 89

2 191, 188, 4

3 284, 284, 297

4 203, 256, 239 259 (037333 | 6-0502%

i 352, 314, 360

6 350, 362, 332~ p%3s (392000 | 08397

! 310, 333, 341

8 237, *32,239 156 qa4000 | 0:041§

9

10
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Quadrant Statistics
File: Howell sort 4/16/99.001 Log Data Units: Linear Values
Sample ID: Patient ID:
Tube: Panel:
Acquisition Date: 16-Apr-99 Gate: No Gate
Gated Events: 10000 Total Events: 10000
X Parameter; FL1-H FL1-Height (Log) Y Parameter: FL2-H FL2-Height {Log)
Quad Location: 22, 14
Quad Events % Gated % Total
UL 8 0.08 0.08
UR 49 0.49 0.49
LL 5174 51.74 51.74
. LR 4769 47.69 47.69
8 Hawell sort 4/16/99.001 Histogram Statistics
[aV]
2 | File: Howell sort 4/16/99.001 Log Data Units: Linear Values
5 | M1 . . e . .
3 Sample ID: Sof, (z) Patient ID:
© o ‘ Tube: Panel:
1 00 101 102 1 03 104 Acquisition Date: 16-Apr-99 Gate: No Gate
FL1-Height Gated Events: 10000 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean PeakCh
All 1, 9910 10000 100.00 100.00 80.66 4
Mt 18, 9910 4859 48.58 48.59 182.03 174

Page 1

B011752



Counts

200

SSC-Height

Howell sort 4/16/99.001

1000

eI FEYE PEREIARUT| FPUT| |

0
)

FSC-Height

K4

0 200 400 600 800 1000

=
\%;

< Howell sort 4/16/99.001

ght
10° 1

FL2Hej
10% 10! 10

sumd aaued cannd 1 iom

Quadrant Statistics

File: Howell sort 4/16/99.001
Sample ID:

Tube:

Acquisition Date: 16-Apr-99

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 22, 14

Quad Events % Gated % Total

Howell sort 4/16/39.001
| M2 | M1
10 10! 102 10° 10
FL1-Height

uL
UR
LL
LR

8 0.08 0.08

49 0.49 0.49
5174 5174 51.74
4769 47.69 47.89

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: No Gate

Total Events: 10000

Y Parameter: FL2-H FL2-Helght (Log)

Histogram étatistics

File: Howell sort 4/16/99.001
Sample ID:

Tube:

Acquisition Date: 16-Apr-99
Gated Events: 10000

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: No Gate

Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events

% Gated % Total Mean Peak Ch

All 1, 9910 10000
M1 18, 9910 4859
M2 1, 19 5100

100.00 100.00  90.66 )

48.59 4859 182.03 174

51.00 51.00 4.38 4
Page 1
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File: Howell sort 4/16/99.002
Sample ID:

Tube:

Acquisition Date: 16-Apr-99
Gated Events: 100000

X Parameter: FL1-H FL1-Height (Log)

Quad Location: 22, 14

FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient tD:

Panel:

Gate: No Gate

Total Events: 100000

Y Parameter: FL2-H F1.2-Height (Log)

Quad Events % Gated % Total
UL 83 0.08 0.08 '
UR 498 0.50 0.50
LL 50765 50.77 50.77
LR 48654 ~ 48.65 48.65

File: Howell sort 4/16/99.002

Histogram Statistics

ey

Log Data Units: Linear Values

Sample ID; Patient ID:

, Tube: . Wt ] e Panetl:

Acquisition Date:: 16-Api-99 i - " Gate: No Gate
; Gated Events: 100000 : Total Events: 100000
;i X Parameter: FL1-H FL1-Height (Log) I
' ! Marker Left, Right Events: % Gated % Total | Mean Peak Ch
) _‘ Al '1,9910 100000 "100.00 "100.00 ; 92.50 1
i ) M1 18,9910 49577 ' 49.58 49.58 : 182.09 161
; e e e M2 1, 19" 49867 i49.87 "+ 49.87 i  4.50 2
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Counts

SSC-Height

8 el sort 4/16/99.003 <, __Howel sort 4/16/99.003
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File: Howell sort 4/16/99.003

Quadrant Statistics

Log Data Units: Linear Values

Sample ID: sorted Patient ID:

Tu

Acquisition Date: 16-Apr-99
Gated Events: 5295
X Parameter: FL1-H FL1-Height (Log)

be:

Panel:

Gate: No Gate

Total Events: 5295
.Y Parameter: FL2-H FL2-Height (L.og)

Quad Location: 22, 14

Quad Events % Gated % Total

UL 227 4.29 4.29
UR 566 10.69 10.69
LL 4493 B4.85 84.85
LR 9 0.17 0.17

8 Howell sort 4/16/99.003 Histogram Statistics

File: Howell sort 4/16/99.003 Log Data Units: Linear Values
2 M1 Sample ID: sorted Patient ID:
o Tube: Panel:
10 1 01 102 1 03 104 Acquisition Date: 16-Apr-99 Gate: No Gate
FL1-Height Gated Events: 5285 Total Events: 5295

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean Peak Ch

Al 1,9910 6295 100.00 100.00 17.14 1

Mt 18, 9910 638 1205 12.056 116.27 24

M2 1, 19 3114 58.81 58.81 4.92 5
Page 1
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Quadrant Statistics

File: Howell sort 4/16/99.003 Log Data Units: Linear Values

Sample ID: sorted Patient ID:

Tube: Panel:

Acquisition Date: 16-Apr-99 Gate: No Gate

Gated Events: 5295 Total Events: 5295

X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL 2-H FL.2-Height (Log)

Quad Location: 22, 14

Quad Events % Gated % Total

uL 227 4.29 4.29
UR 566 10.69 10.69
LL 4493 84.85 84.85
LR 9 0.17 0.17

Histogram Statistics

File: Howell sort 4/16/99.003 Log Data Units: Linear Values

1 1 02
FL1-Height

M1

10

Sample ID: sorted Patient ID:
Tube: Panel:

104 Acquisition Date: 16-Apr-99 Gate: No Gate
Gated Events: 5295 Total Events: 5295

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean Peak Ch

All 1, 9910 5295 100.00 100.00 17.14 1
M1 18, 9910 638 1205 12.05 116.27 24
Page 1
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Quadrant Statistics

File: Howell sort 4/16/99.003 Log Data Units: Linear Values
Sample ID: sorted Patient ID: ‘

Tube: Panel:

Acquisition Date: 16-Apr-89 ~ Gate: Gt

Gated Events: 2334 Total Events: 5295

X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL.2-H FL2-Height (Log) -

Quad Location: 28, 43

Quad Events % Gated % Total

N UL 4 0.17 0.08

UR - 28 1.20 0.53

LL 2281 97.73 43.08

LR 21 0.90 0.40

. (i " Histogram Statistics

File: Howell sort 4/16/98.003 Log Data Units: Linear Values
Sample {D: sorted Patient ID:
Tube: . B s Panel:
Acquisition Date: 16-Apr-99( : Gate: G1
Gated Events: 2334 ] Total Events: 5295

X Parameter FLA-H FL1- Heught (Log)

Marker Left, nght -Events % Gated %Total‘ Mean Peak Ch

o - { Ce . Al 1, 0910 2334 10000 4408 557 1
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