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~ V79 COLONY FORMING ASSAY FOLLOWING FACS

Experiment Name: Cell separation by FACS and SF (*HTdR cluster, 50% labeling, five 3HTdR

conc.) gAf
;\ Exp.: | Investigator: /Roi'ser He csel Date: / 2 / 200 |
1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 80-90% confluent 175 cm’ flasks, subcultured days before) with PBS, trypsinize cells,
each resuspend in 7 ml MEMB, pool, pass five times through 5 or 10 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 : 2.7 mallipncells/ml)
3. Transfer 1 ml of cell suspension into two sets of tubes (7 tubes per set; Falcon plastic test tube,
17x100 mm)
4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO» Date/Time: 309m
5. Prepare MEMB containing radioactivity in hood
2o Ml 3HTAR (Stock : | pCi/ul‘fon 25 |22 )+ > 7rﬁl MEMB
. 6. After 3-4 h, remove first set of tubes from roller and add MEMB with or without radioactivity
’ according to Table below. }
Date/Time: < 30?,”
Tube |3HTdR Cells in MEMB | MEMB+ | CFDA in
# lucym | MEMB | gy | 3grgr | FBS
(mb) gouCi/mi| M
(ml) (ml)
1 1.0 1.0 0 2
2 0 1.0 1.0 0 2
3 10 1.0 0.667 0.333 2
4 15 1.0 0.5 0.5 2
5 20 1.0 0.334 0.666 2
6 25 1.0 0.167 0.833 2
7 30 1.0 0 1 2
A 7 el
‘ 7. Add 1 ml of MEMB'itube and return test tubes to roller for 14 h. Date/Time: < : 40 P
for remeeniry 7 tibes T o :
e lbded et { S
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8. Next day, while test tubes are in roller label tubes (13 X 100 mm VWR glass test tube)

9. After ~14 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge). ghh

Date/Time: 9§ ‘4’3/ AN

10. Remove buckets from centrifuge and carefully remove 150 pl of supernatant and place in
prelabeled tubes. Aligusf 2548 m tipliale fon WOM MW

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 thbes, vortex, resuspend in 10 ml wash MEMA

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

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

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

17. Decant supernatant, click tubes, vortex

18. Add 8 ml of PBS in each tube, vortex and transfer the content to 15-ml plastic centrifuge tube

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

20. Decant supernatant, click tubes,vortex

21. Add 2 ml of 1 uM CFDA]in prewarmed PBS as per the Table and PBS in the remaining

tubes. . aboold.
D b i i PR~ O Tt Qopa e (B) > (A
22. Incubate all tubes at 37°C for (rmim—2¢ 10w S p&o o 1 W}
- . 0 boce « QA4 WL PRS
23. Centrifug tubes for 10 min at 2000 rpm, 4°C o '“‘;m; D; (o KX 1 G PO5 —2 | MM CTOA

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

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

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

27. Follow steps 11-24 for second set of tubes

28. Transfer the content of one tube from one set to the corresponding tube of another set

29. Centrifuge, decant the supernatant

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

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

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

30. Transfer tubes at 10°C for 72 h. Date/Time: 04//3/00) 3-30 pm. “

33. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to gight 15 ml tubes containing 10 ml PBS by using pasteur

g

pipet /VN Date/Time: 04./ 16/0l ; 2-45 pum-
34. Again add 200 ul PBS in microcentrifuge tubes, resuspend and transfer the cell suspensions
Efth
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in 15 ml tubes
35. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)
36. Decant supernatant, click tubes, vortex, pooled cells from corresponding tubes, centrifuge,

decant the supernatant, resuspend in 2 ml PBS with, syringe and transfer aliquots for cell
count (100 ul) and radioactivity count (50 ul)

37. Centrifuge, decant, resuspend in 1 ml PBS for each tube and transfer ~Iml in Falcon 12x75
mm polystyrene 6 ml tube, wrap the tubes with aluminium foil, put in ice and transfer for
FACS study.

38. During sorting, collect both dye-positive and dye-negative cells in VWR 12x75 mm glass
tube (pre-cooled in ice) containing 1 ml PBS with 100 U penicillin and 100 pg streptomycin
(add 20 pl Pen-Strep from the commercial stock in 1 ml PBS to get the desired
concentrations).

39. Transfer cells in PBS in 15-ml plastic centrifuge tube, add 7 ml of PBS, and centrifuge

40. Decant, vortex, resuspend in 1 ml of PBS, and transfer 100 pl for cell count

41. Transfer 300 pl in Falcon 12x75 mm polystyrene 6 ml tube for FACS analysis to check the
purity of the sorted cells.

42. Dilute remaining cells (three 10-fold dilution by transferring 0.5 ml cells to 4.5 ml MEMA)

43. Plate required number of cells (200, 2000 or 20,000) in Falcon 60 mm tissue culture dish (in
4 ml total volume of MEMA).

44. Count colonies following a week.

C’olm“‘} Coverts — See &%q),\eé St
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1. ¥¥-183 1 7474, 00
19 *%- 1 i 11805.88
20 *w—- 21 151465.71
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] FAGE: 1
=
U5 : & ID:HI HOWELL PRESET TIME: 1.00 TUE 17 AFR 2001 11:13
SAMPLE REFEAT: 1 CYCLE REPEAT: 1 SCR:N  RS2I0:N
H#: 1 AGC:IN QCF:N ROM: N
CHAMNEL 1-Ll: 0 UL: 400 25IGMA: 2.00 BKG SUR:  0.00 BKG 25I6: 0.00 LSR: O
DATA CALC: CPM, UNKNOWN REFLICATES: 1 NORM FACTOR:O 1.00000
JALF LIFE (DAYS) tN
WM POS  CH CPM ZS16% TIME  EL TIME AVG H# ERR
1 29- 1 1 12.00 57.74  1.00 1.47 8.0
229~ 2 1 9.00 66.67  1.00 3,05 B1.0 ,
329~ 3 1 &.00 B1.65  1.00 4.62 79.0 Lo pe Gests
4 29- 4 1 8.00 70.71 1.00 6.18 79.0
5 29-.5 1 13.00 55.47  1.00 7.74 B82.0 oF F-4s5lb
6 29- & 1 6.00 B1.65  1.00 .32 72.0
19 *%— 1 1 5.00 81.65  1.00 11.06 93,0
20 xx— 2 1 11.00 460,30 1.00 12.8% 134.0
21 *¥%—- 3 1 10,00 63.25  1.00 14.45 102.0
22 *¥%¥— 4 1 A47.00 29,17 1.00 14.08 107.0
2T kN 51 24,00 40.82  1.00 17.70  93.0
24 wx— & 1 8.00 70.71 1.00 19,32 106.90
25 wk- 7 1 11.00 40.30  1.00 20.93 71.0
i
Y
Al
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FSC-Height FL 1-Height
Histogram Statistics

File: 04/16/01.001 Log Data Units: Linear Values

Sample ID: control 1 Patient ID:

Tube: Panel:

Acquisition Date: 16-Apr-01 Gate: G1

Gated Events: 9959 Total Events: 10000

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

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 9959 100.00 9959 447.79 5230 168.37 14.99 7
M1 28, 9910 4487  45.05 44.87 984.11 622.11 87.30 798.83 1124

< 04/16/01.001
2

10°
T BT

FL5-2H
10
(|

10"

Quadrant Statistics

File: 04/16/01.001 Log Data Units: Linear Values
Sample ID: control 1 Patient tD:

Tube: Panel:

Acquisition Date: 16-Apr-01 Gate: G1

Gated Events: 9959 Total Events: 10000

X Parameter; FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-H (Log)

Quad lLocation: 29, 12

Quad Events % Gated % Total XMean X GeoMean Y Mean Y Geo Mean

UL g 0.00 0.00 b bl el e
UR 0 0.00 0.00 - oxx wer wux
LL 5496 55.19 54.96 8.10 6.91 2.82 2.50
LR 4463 4481 4463 989.25 632.53 2.77 2.45

Page 1
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Histogram Statistics
File: 04/16/01.002 Log Data Units: Linear Values
Sample ID: control 2 ' Patient ID:
Tube: Panel:
Acquisition Date: 16-Apr-01 Gate: G1
Gated Events: 9944 Total Events: 10000

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

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 9944 100.00 99.44 436.41 51:82 167.66 16.55 5
Mt 28, 9310 4534 45.60 4534 947.48 589.27 87.93 749.89 1124
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FL1-Height
Quadrant Statistics
File: 04/16/01.002 Log Data Units: Linear Values
Sample ID: control 2 Patient ID:
Tube: Panel:
Acquisition Date: 16-Apr-01 Gate: G1
Gated Events: 9944 Total Events: 10000
X Parameter: FL1-H FL1-Height (Lag) Y Parameter: FL5-H FL5-H (Log)
Quad Location: 29, 12
. Quad Events % Gated % Total X Mean X GeoMean Y Mean Y GeoMean
UL 0 0.00 0.00 il b rx il
UR 1 0.01 0.01 1321.58 1321.58 12.63 12.63
LL 5439 5470 54.39 8.20 6.81 2.81 2.50
R 4 45.29 .04 .31 79 2.82 4
L 450 5 45.0 953.3 600 2.49 Page 1
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Histogram Statistics

Sample ID: 3 Patient ID:
Tube: Panel:
Acquisition Date: 16-Apr-01 Gate: G1

Gated Events: 9914

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

Marker Left, Right Events % Gated % Total

Mean

Log Data Units: Linear Values

Total Events: 10000

GeoMean CV Median Peak Ch

All
M1

1, 9910 9314 100.00 99.14 457.28

58.75 155.19: 19.63 5
627.20 80.67 827.88 930

28, 9910 4712 4753 47.12 953.06
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Quadrant Statistics

File: 04/16/01.003

Sample ID: 3

Tube:

Acquisition Date: 16-Apr-01
Gated Events: 9914

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

Quad Location: 29, 12

Log Data Units: Linear Values

Patient ID:

Panel:

Gate: G1

Total Events: 10000 .
Y Parameter: FL5-H FL5-H (Log) )

Quad Events % Gated % Total X Mean X GeoMean Y Mean Y Geo Mean
uL 0 0.00 0.00 Py — P rows
UR 2 002 0.02 1290.70 634.94 13.22 13.22
LL 5235 52.80 52.35 8.33 6.94 2.80 2.48
LR 4677 47.18 46.77 959.44 641.06 2.78 2.48
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Histogram Statistics
File: 04/16/01.004 Log Data Units; Linear Values
°  Sample ID: 4 Patient ID:
Tube: Panel:
Acquisition Date: 16-Apr-01 Gate: G1
Gated Events: 9941 Total Events: 10000

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

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 9941 100.00 99.41 463.84 75.41 139.78 107.46 905
M1 28, 9910 5317 5349 53.17 860.30 61191 77.80 756.67 905
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Quadrant Statistics
File: 04/16/01.004 Log Data Units: Linear Vaiues
Sample ID: 4 Patient iD:
Tube: Panel:
Acquisition Date: 16-Apr-01 Gate: G1
Giated Events: 9941 Total Events: 10000
X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-H (Log)
Quad Location: 29, 12
. Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean
UL O 0'00 0.00 xhw *hWw ok * N
UR 0 0'00 0'00 E L2 4 L2 23 W W ke
LL 4647 46,75 46.47 8.06 6.84 2.80 2.48
2 2.9 2 620.1 .82 2.50
LR 5294 5325 52.94 863.91 20.13 2 Page 1
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Histogram Statistics
File: 04/16/01.005 Log Data Units: Linear Values
Sample ID: 5 Patient ID:
Tube: Panel:
Acquisition Date: 16-Apr-01 Gate: G1
Gated Events: 9858 Total Events: 10000
X Parameter: FL1-H FL1-Height (Log)
Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 9858 100.00 98.58 476.98 57.61 15673 . 17.62 5
M1 28, 9910 4496 4561 4496 1035.68 691.07 77.94 897.69 1298
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Quadrant Statistics
File: 04/16/01.005 . Log Data Units: Linear Values
Sample ID: 5 Patient |D:
Tube: Panel:
Acquisition Date: 16-Apr-01 Gate: G1
Gated Events: 9858 Total Events: 10000
X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-H (Log)
Quad Location: 29, 12
Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean
UL 0 0.00 0.00 P pops P P
LR 0 0.00 o.oo *ok ok Rk %k k *hkk
LL 5409 54.87 54.09 8.69 7.26 2.77 2.46
45.13 44.49 1046.33 714.78 2.77 2.46
LR 4449 5 Pag el
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Histogram Statistics
File: 04/16/01.006 Log Data Units: Linear Values
Sample ID: 6 Patient 1D:
Tube: Panel:
Acquisition Date: 16-Apr-01 Gate: G1
Gated Events: 9927 Total Events: 10000

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

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
Al 1, 9910 9927 100.00 99.27 429.28 46.38 170.63 14.46 5
M1 36, 9910 3898 39.27 3898 1078.58 73756 76.02 964.66 1175
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Quadrant Statistics

File: 04/16/01.006 Log Data Units: Linear Values
Sample 1D: 6 Patient ID:
Tube: Panel:
Acquisition Date: 16-Apr-01 Gate: G1
Gated Events: 9927 Total Events: 10000
X Parameter; FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-H (Log)
Quad Location: 35, 12
. Quad Events % Gated % Total X Mean X GeoMean Y Mean Y GeoMean
_ UL 3 0.03 0.03 2.19 8.56 13.04 13.02
UR 0 0.00 0.00 el b ol bl
LL 6017 60.61 60.17 9.45 7.74 2.77 2.45
LR 3807 39.36 39.07 1076.17 732.43 2.80 2.49 Page 1
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Histogram Statistics

File: 04/16/01.007 Log Data Units: Linear Values

Sample ID: 7 Patient ID:

Tube: Panel:

Acquisition Date: 16-Apr-01 Gate: G1

Gated Events: 9930 Total Events: 10000

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

Marker Left, Right Events % Gated % Total Mean GeoMean cv Median Peak Ch
All 1, 9910 9930 100.00 99.30 433.40 56.63 15162 17.08 7
M1 36, 9910 4440 4471 4440 958.38 71149 71.33 850.53 1018
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Quadrant Statistics

File: 04/16/01.007 Log Data Units: Linear Values
Sample ID: 7 Patient ID:

Tube: Panel:

Acquisition Date: 16-Apr-01 Gate: Gi

Gated Events: 9930 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-H (Log)

Quad Location: 35, 12

Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean

uL 1 0.01 0.01 29.43 29.43 13.10 13.10
UR 0 0.0o 0.00 * W w LA A " Ak *oh N
LL 5487 55.26 54.87 8.82 7.31 2.79 2.47
LR 4442 44.73 4442 957.96 710.53 2.77 2.46 Page 1
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Histogram Statistics

File: 04/16/01.008 Log Data Units: Linear Values

Sample ID: Positive sart Patient ID:

Tube: Panel:

Acquisition Date: 16-Apr-01 Gate: G1

Gated Events: 5435 Total Events: 5445

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

Marker Left, Right Events % Gated % Total Mean GeoMean cv Median Peak Ch

Al 1, 9910 5435 10000 9982 1035.25 82197 61.16 92224
Mt 36, 9910 5332 98.10 97.92 1055.04 897.30 - 59.04 9_38.98
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Quadrant Statistics

File: 04/16/01.008 Log Data Units: Linear Values
Sample ID: Positive sort Patient ID:

Tube: Panel:

Acquisition Date: 16-Apr-01 Gate: G1

Gated Events: 5435 Total Events: 5445

X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL6-H FL5-H (Log)

Quad Location: 35, 12

Quad Events % Gated % Total X Mean X GeoMean Y Mean Y Geo Mean

913
913

uL 0 000 000  ***
UR o 000 000
LL 103 190 189 1063 878  3.18 282
LR 5332 9810 97.92 105504  897.30  2.80 2.47
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