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Toxicity of AL-N cells for 100% cluster conformation at different temperature
COLONY FORMING ASSAY

Experiment Name : 100% cluster, no labeling); Exp.
Investigator: M. Lenarczyk Date: Jan., 05,
2001

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from two 150 cm® flask, sub-cultured 1:2, 24h before) with HBSS, trypsinize, resuspend
in 20 ml F12FCS8, pool, pass 5x through 10 cc syringe with 21 gauge needle, count the
cells by transfer 100 pl in Coulter cup containing 20 ral Isotone IT

(roe?)
¢
2. Dilute to ~2,000,000 cells/ml in F12FCS8 [Actual ccunt : 2.072 7222 cells/ml) 4. M40,

3. Transfer 2 ml of cell suspension into 12 ml tubes (Falcon polypropylene test tube, 17x100
mm)

4. Roller the tubes for overnight at 37°C, 5% COZ Date/Time:Jan., 05,
2001/18:30
5 After overnight incubation period, remove tubes from incubator/roller. Date/Time:

Jan,, 06, 2000/ 10:30
6. Pass 5x through 10 cc syringe with 21 gauge needle cell susupension from one tube only, then

count the cells by transfer 100 ul in Coulter cup containing 20 ml Isotone IT 2 11 3-pica= 2 (g/m'

7. Transfer 2 ml cell suspension from each Falcon tube(s) into conical 15 polypropylene 4, (?r ac
(Stardsted) tube ¢

8. Wash 2 x Falcon tube with 5 ml wash F12NCS8 and transfer into Conical tube (t ‘?Dl (A/
9. Centrifuge at 2000 rpm at 4°C for 10 min (precooled centrifuge). ffer vty

9. Remove buckets from centrifuge.
11. Decant supernatant, click tubes, vortex, re-suspend in 5 ml wash F12, wash Falcon tube with
5 ml F12 and tranfere into conical tube

12. Repeat step 11 three times .

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

14.Decant supernatant, click tubes, vortex, re-suspend in 5 ml of F12FCS8

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

16. Decant supernatant, click tubes, vortex,

16a. Resuspend cells in 2 ml F12, sirnge them 5X and re-count cells using Coulter counter (100
ml cells suspension / 20 ml Isotone II). Do thet for one tube only. Then centrifuge those tube,
decant suspernatant, click, vortex @

Sden
q Q»‘ c!..,
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TABLE-3

Expt. # Date/Time :
Tube #] Coulter count for 100 ul cell | Avg. count | Cells/m
Suspension [Avg. count

'@,ﬂ?‘ x400?j%
we P A | 3958 2220, 3830 | 386y [4,545333| ¥ %
vs |2 B | ugs3 Wles Uige | Y4y |42a6%00| A2 %
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TABLE-3
Expt. #: Date/Time :
e -"’—‘-‘.’-_——\
Tube #| Coulter count for 100 ul cell Avg. cggmt-// Cells/iml pCi/cell
suspension //
[Avg. coufit [uCi/ml x10°
e
¢ X 40(] Cells/ml]
Y1o/ml  ©5m) vd Abos
1 x 10" o5/l —b PE
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TABLE-4
Expt# - Date :
38. Count vials for radioactivity Date/Time :
Tube.dilution|| Colony 1 Colony 2 Colony 3 | Avg Colony SF
R
o Gy %.C
B — B8 20| 255 231 246
C— h°c 324 2y 267 288
o a6
p—ntc| Seg 292 257 T
2'75/3 w3
| 298 220 26 F 292
o 523y N7
F— 10s°C 286 237 262
, IRECE j
Q:w*ﬂ:ﬁv 200 251 262 250 | =243 g
0°C - ,

L }oo/ ©o

Uoke  Aooox Qlukim fr plakd Cetls only !

pa——

Conigol- 3°C AFTEQR wWASH (%)

ALN— oo — 133 131, 3%
200 — 231, 262, 250
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Toxicity of AL-N cells for 100% cluster conformation at different temperature

COLONY FORMING ASSAY
eepi
Experiment Name : 100% cluster, no labeling); Exp.
Investigator: M. Lenarczyk Date: Jan., 09, 2001

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from two 150 cm” flask, sub-cultured 1:2, 24h before) with HBSS, trypsinize, resuspend
in 20 ml RPMI1640, pool, pass 5x through 10 cc syringe with 21 gauge needle, count the
cells by transfer 100 pl in Coulter cup containing 20 ml Isotone II

2. Dilute to ~2,000,000 cells/ml in RPMI1640 [Actual count : 1 889 867 cells/ml) (2.11ml =
4 000 000 cells)

3. Transfer 2 ml of cell suspension into 12 m] tubes (Falcon polypropylene test tube, 17x100
mm)

4. Roller the tubes for overnight at 37°C, 5% CO, Date/Time:Jan., 09, 2001 /
18:00
5 After overnight incubation period, remove tubes from incubator/roller.
Date/Time: Jan., 10, 2000 /
11:30

6. Pass 5x through 10 cc syringe with 21 gauge needle cell susupension from one tube only, then
count the cells by transfer 100 pl in Coulter cup containing 20 ml Isotone II

7. Take 100 lyﬁl cells for to count them (100 ml / 20 ml Isotone II)

8. Take 100 pal cells suspension from only one tube and plate them for survival (CONTROL

AFTER ROLLING)
4255 cetts il —> © 10T vl + St Fi2 — L ml /PGD:: «? = woultfohih
NS 0S5mi) P60« = 1o wltldish

9. Add 8 ml RPMI1640CSS to each tube

10. Centrifuge at 2000 rpm at 4°C for 10 min (precooled centrifuge).

11. Remove buckets from centrifuge.

12. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash RPMI1640CS8,

13. Repeat step 12 two times .

14. Re-suspend cells in 2 ml RPMI1640CSS8, syringe them 5X and re-count cells using Conlter
counter (100 ml cells suspension / 20 ml Isotone II). Do this for one tube only. Then
centrifuge tube, decant supernatant, click, vortex @
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17. Using 200 pl tips transfer cells suspension into polypropylene Helena micro- tubes with
attached caps (Helena Plastics, 400 pl)

18. Again add 200 ! ice cold RPMI1640, re-suspend and transfer the cell suspensions in the
same polypropylene Helena micro-centrifuge tubes (Total volume ~400 pl)

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

20. Transfer tubes at 10°C for 72 h Date/Time: Jan., 10, 2000/ 13:00

21. After 72 h, carefully remove the supernatant from the top, re-suspend pellet in 200 ul wash
F12 and transfer the content to ten 12 ml tubes (Falcon polypropylene test tube, 17x100 mm,
labeled 1-10 both on cap and wall) containing 1C ‘nl wash F12 by using Pasteur pipet

Date/Time: Jan., 13,2000/ {} * 4§

x-..m Ml wa A-in-miero-eentrifuge
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 P 60’s with 4 ml RPM11640
- load tubes with 4.5 ml RPMI1640 and label them 1.2, 1.3, 1.4, 1.5; 2.2, 2.3,2.4,2.5;
X.2,X.3,X4,X5etc.

v 28. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash RPMI1640
V' 29. Centrifuge tubes for 10 min at 2000 rpm, 4°C
¢J 30. Repeat step 29
(J 31. Decant supemnatant, click tubes, vortex, re-suspend in 2 ml wash RPMI1640CS8, pass five

times through 3 cc syringe with 21 gauge needle

32. Count cells using Coulter counter 100 pl cells/ 20 ml Isotone II

33. Vortex tube, transfer 0.5 ml into 12ml 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.

34. 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.

35. Incubate P 60’s for 7-9 days

36. After 1 week, wash colonies 3x with normal (1X) saline, and 2 times with methanol. Stain

colonies with 0.05% crystal violet

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

B019562



3
\ AFTED LOLLING.
TABLE-3-4 7 CLVSTER
Bt A V) difereat /MF wnﬁiti%me Jin. 19, 1RDe Tewe
P (°c)
100%. dawltor,
Tube #| Coulter count for 100 ul cell Avg. count Cels/ml
Ml 2 uash uspension [Avg. count
ritls ROHI (12 ‘ Belepn
| il x 400f
S144

Wadl

w4920 a2 Juen 19k3600
G258y

% <
(K2 4660, b6T (| USBL | 4p29 g4kl 373

’m(:b RRE 4929 4365, 414 | yg50 164293% 79 10,5
¥ &W Yol482, w@h9, 485 | yg8 A3UL6? | 402 10,5
2%’ 15 B/o5 Soud k62 | G003 493440 | po5 |12
/ S [3S%3mr, 30640 | 3@e7 | awgager | 79 |12

T Y908, 5022, W | 482 | 19LaWY | Aoz |14
bolUe3 s, w929 |y | 938ke0| 99 |14

10

_ T8 2 ten wws‘l&ff(@
?)c(ﬂ% Ag O mq{;;at ‘(’CQ/)C SCU-/U-’OM o

e
P
e e

Hode - 5097"

L {Dlm,?w A~ fvon vsed L n@-wwb@’wg 37

g
,(Z’wmi H of alls =~ 3, GV'O//«/(us*ee-

B019563



v

MO0 v &il fiovt cmﬂ7

[

970

\

WONTQ. AFTER ®oOLL

Noo — 562 ;’uc‘ $59
loo — 370, 351, 96

coTR AFTER RIFSH =37°¢

{00 ~
200 —

4
TABLE-4
' )
Expt # Date : /AFLN— 1005 clu ety
R*H|
38. Count vials for radioactivity Date/Time : e
Tube.dilution}] Colony 1 Colony 2 Colony 3 | Avg Colony SF
22
Zoo || 3o O Col o 0,46
21-‘1 ] O' 53 -
Zoo| 55 528 6o& 521 . 50
—_ 2.6
%o 425 463 Sty 4ol 0.35 ] 026
R
Zoo| 420 fox L2 450 030
CG.. :
Zof 29 3o 209 309 024 ) 0.24
3,1~
ol 326 30% 291 301 0,20
\ 360
e 430 vSH %6 | [ .90 4
Plcdedl X 2 &ilubion Bomed o ok -‘?x,\gp% v o lable 3 »2

B019564



5
J?écovo,\lj ‘En)vv\ C_[u.s)&a’ (Q{—QZ( };) L'n/S)

TABLE-3 ;) 0 PrU
Expt.#: AL-N  105% dusler, W" Date/Time : Jfn /13 / 12.30
[
Tube #| Coulter count for 100 ul cell Ayvg. count Celis/ml pCi/c 7
suspension
[Avg. count i/ ﬂ
x 400 Cells/ml ‘
kﬂ/ Oﬂ') - |ie Loy
— 1 Be@ US¢ O [- ho Shb(e

| Weye  Aisc ews
(oS |’ 4| 5395 Uook,uezd | Good |A600u00 | 94/ Po

0,5 ‘| 3050, 3125208 | 3089 11232933 |64/ ¢2

2 SAM 3 (83,5510, 5296 | 326% 4502500 | €5/ 65

iz |°AN| S286,2984 3811 | 1932 153053 |foz) 7

G |"AM D363, 2285 112 3354 4339323 | 0¥ 6B

(G [Bd] 4065 2998, 392y | Looo 1593600 |95 /S0
9

[ o Sl o [ G AR
0‘77 2 1iars ¢ {W’ea“"ﬂ’

10

%ck%’% -5 wh;h% / Vs L\i{?@w;
. Gop | -

flodte -~ =25 L,

B019565



Toxicity of AL-H @ CX 10 cells for 100% cluster conformation at different temperature
COLONY FORMING ASSAY

Experiment Name : 100% cluster, no labeling); Exp.
Investigator: M. Lenarczyk Date: Jan., 10,
2001

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from two 150 cm”® flask, sub-cultured 1:2, 24h before) with HBSS, trypsinize, resuspend
in 20 ml RPMI1640CS8, pool, pass 5x throngh 10 cc syringe with 21 gauge needle, count

the cells by transfer 100 pl in Coulter cup containing 20 ml Isotone I
cl o Saw‘f as A’L“I
{
]
2. Dilute to ~2,000,000 cells/ml in F12FCS8 [Actual count AL-H 19777867 @ CX10 Dot vt
2037067 cells/ml) TN e

6.Plate AL-H @ CX10 cells for survival (200 cell/P 60’s x3) = CONTROLS 370C 3. '

L]
Amt av S w
3. Transfer 2 ml of cell suspension into 12 ml tubes (Falcon polypropylene test tube, 17x100 @20y (1)

crely ey
mm) |
4. Roller the tubes for overnight at 37°C, 5% CO, Date/Time: Jan., 10, onl Z‘Z
2001/ 15:00 .
5 After overnight incubation period, remove tubes from incubator/roller. Date/Time:

Jan., 11,2000/ 2 s 00
6. Pass 5x through 10 cc syringe with 21 gauge needle cell susupension from one tube only, then
count the cells by transfer 100 pl in Coulter cup containing 20 ml Isotone II
6.a Take 100 pl of cell suspension from one tube only (for each cell line) and plate ALH @
6&——~)CX10 cells for survival (200 cell/P 60’s x3) = CONTROLS AFTER ROLLING
A,Ufrf:( ,/f?, V7.Centrifuge at 2000 rpm at 4°C for 10 min (precooled centrifuge).
(e one Woe b, Remove buckets from centrifuge.
™ ced, e ) v11. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash RPM1I1640CSS,
. 12. Repeat step 11 two times .
i6a Re-suspend cells in 2 ml F12, syringe them 5X and re-count cells using Coulter counter
/? Vo / D J (100 ml] cells suspension / 20 ml Isotone IT). Do that for one tube only. Then centrifuge tube,
. ’H;'Z;a’ L decant supernatant, click, vortex @
/ 17. Using 200 pl tips transfer cells suspension into polypropylene Helena micro- tubes with
attached caps (Helena Plastics, 400 ul) .
18. Again add 200 pl ice cold F12FCS8, re-suspend and transfer the cell suspensions in the same

polypropylene Helena micro-centrifuge tubes (Total volume ~400 1)

B019566



19. Centrifuge tubes for 5 min at 1000 rpm, 4°C
20. Transfer tubes at 10°C for 72 h Date/Time: Jan,, 11,
2000/ (9

21. After 72 h, carefully remove the supernatant from the top, re-suspend pellet in 200 pl wash
F12 and transfer the content to ten 12 ml tubes (Falcon polypropylene test tube, 17x100 mm,
labeled 1-10 both on cap and wall) containing 10 ml wash F12 by using Pasteur pipet

Date/Time: Jan., 14, 2000 /

. Again add 200 pl 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 P 60’s with 4 ml F12NCS8
- load tubes with 4.5 ml F12NCS8 and label them 1.2, 1.3, 1.4, 1.5;2.2,2.3,2.4, 2.5;
X.2,X.3,X4, X.5 etc.

28. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash RPMI1640CS8

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

30. Repeat step 29 .

31. Decant supernatant, click tubes, vortex, re-suspend in 2 ml wash RPMI1640CS8, pass five
times through 3 cc syringe with 21 gauge needle

33. Count cells using Coulter counter 100 pl cells/ 20 mi Isotone II

34. Vortex tube, transfer 0.5 ml into 12ml 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.

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. Incubate P 60’s for 7-9 days

37. After 1 week, wash colonies 3x with normal (1X) saline, and 2 times with methanol. Stain

colonies with 0.05% crystal violet

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

2
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TABLE-4

Expt # Date :
38. Count vials for radioactivity Date/Time :
Tube.dilution| Colony1 | Colony2 | Colony3 | Avg Colony SF
—3 o5 539 | 526 |439 ol
YooS | 443 e | 425 | 945
5 0§ 78% 282 764 236
MMl as | 222 | 26 | 206 | 2w
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O pund boHom ks, F12 mediurm

. .'." / 1

/
f AL cell survival for cluster condition

; (Colony forming assay
Experiment Name : (cluster, no labeling); - Exp.
Investigator: M.Lenarczyk l A L.H AND  DNb6 bt‘mi} Date:

Jan/03/2001 ’ '

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from 150 cm’ flask, sub-cultured 1:2, 24h before) with PBS with PBS-A (no Ca™, no
Mg™) , acutase / trypsinize cells, each re-suspend in F12FCS 10, pool,, count the cells
by transfer 100 pl in Coulter cup ccntaining 20 ml isotone (Coulter balanced electrolyte
solution) NOTE: 2) second 150 flask were used for CX10 cell line, cells were
trypsinase (2ml/flask), re-suspend in 15 ml F12FCS10, and spin down, resuspend in 20
ml F12FCS10 pooled with acutase sample, and then passed 5x through 3 cc syringe
with 21 gauge needle, b) AL-H were also spin down , resuspend in F12 FCS10 and

then passed 5x through 3 cc syringe with 21 gauge needle before they were counted

using Coulter counter (100 pl/ 20 ml Isotone IT) 434wl 2 070 F12
2%

ALH -133386F7 5 adin t6.80 B2
2. Dilute to ~4,000,000 cells/ml in F12FCS10 [Actual count : DNE - 3431 100 cells/ml)

3. Transfer cell suspension into 12 ml tubes (Falcon polypropylene test tube, 17x100 mm)
labeled 1-10 both on cap and wall

4. Keep the tubes in the roller for overnight {3-4 hrs + at 37°C, 5% CO, Date/Time:

Jan., 03, 2001 / 18:45
5. After~....... h incubation period, remove tubes ohe m07 o
a) passed the cell suspension 5x through 3 cc syringe with 21 gauge needle (fgZ.each tube) o

ach, et
b) using Coulter counter recount cells from one sample/test tube (100 pul/20ml Isotene IT) e

c) Voéén?rifugg(%(élls/mbes at 2000 rpm at 4°C for %O min (precooled ce,ntri e). Date/Time: ¢
Jan., 04,2001/ 104z aclb) DN ~(618%+ 6351t 6260)/3 - 17 200 = 95 %10 fmi

AH (eng r 3433 € M(5)/3 - M2 x hoo = 2 Pay
V' 11. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash F12/CSIO Pa+ (D/ ml

v 12. Centrifuge tubes for 10 min at 2000 rpm, 4°C ! (( l Ws_m{’
J 13. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash F12CS10 ° ”rm"”%
( ( V 14. Centrifuge tubes for 10 min at 2000 rpm, 4°C
o6 U 15. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash F12CS10
LobSZ Vi6. Centrifuge tubes for 10 min at 2000 rpm, 4°C
dyoep? \/ 17 Decant supernatant, click tubes, vortex, re-suspend in 7 ml of culture F12FCS10
: "*V*?ﬁ ﬂ] 18. Centrifuge tubes for 10 min at 2000 rpm, 4°C

! fjﬂ l 19. Decant supernatant, click tubes, vortex @ transfer the cell suspension in polypropylene micro

1A . Rociovint werin€ 2annpie ay tn 9= QV betly fiuzy

0‘!,{;‘/; :5!.:%2»:;@ YHe ol S'r "
seodl A~ oulml s S, DN = Qi3 4353+ 140 )3 -28 ¥409 = 2,31 >16%/ml |+05:
i Al-H - 4364+ 42157 1349 Y% 28wt 00 MGL 10Tl |+ o:zs(m
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centrifuge tubes with attach);e::c'i2 caps g{elena Plastics, 400 pl) using 200 pl pipet tips

20. Again add 200 pl ice cold , re-suspend @ transfer the cell suspensions in the same

polypropylene micro centrifuge tubes (Total volume ~400 pl)

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

22.
\) 23.

\J 25.

v 26.
27.

J 28.

v 29.
V 30.

U3t
J32.

(eber a3,
< 34,

35

Transfer tubes at 10°C for 72 h Date/Time: Jan, 04, 2001 / (630
After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 pl wash

F 12NCS@ and transfer the content to 12 ml tubes (Falcon polypropylene test tube, 17x100
mm, labeled 1-10 both on cap and wgl) containing 10 ml wash F12NCS10 by using Pasteur
pipet Date/Time: Jan., 07, 2001 /

Again add 200 pl wash FlZNCS@ in micro centrifuge tubes, re suspend and transfer the

cell suspensions in 12 ml tubes

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

Labeling and preparation of dilution tubes and colony dishes
-load , P 60’s dishes with 4 ml F12FCS10
- load sterile tubes with 4.5 ml wash F12N CS10 and label them 1.2, 1.3, 1.4, 1.5; 2.2,
23,2.4,2.5;X.2,X.3,X4,X.5 etc.

Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash FlZNCS@
Centrifuge tubes for 10 min at 2000 rpm, 4°C

Decant supernatant, click tubes, vortex, re suspend in 10 m] wash FlZNCS@
Centrifuge tubes for 10 min at 2000 rpm, 4°C

through 3 cc syringe with 21 gauge needle

Determine cell concentration by transfer 100 pl to Coulter cup

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.

Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X 4 (in triplicate). Only X.2

37.
38.

Incubate P 60’s dishes for app. 1 week

After 1 week, wash colonies 3 x with normal (1X) saline, and 2 times with methanol. Stain
them 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.
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TABLE-3

. oF ‘7/<J
Expt. #: AL H %%»mm%% . Date/Time : Pecove
Tube #| Coulter count for 100 pl cell suspesion. | Avg. count Cells/ml p%/cel% é A
[Avg. count [uCi/ml x10°
X 400] Cells/ml]
(|1 4 | 2208, 3202, 2169 2226 |1286923 | 64 %
2B | 5224 sog4, Si5¢6 5155 |20%826% [A103 %
MM A e T usgs, uam, 4394 4364 1902000 | 95 %
‘D | SRY $8aa491% 4233 | 4998 [499546% | 993
> E | 9 ug05, U158 435% |483933% | g5 9,
|® F|Sew, 6319, 147 5222 | 2095200 | A0S Yo
a 2888 ,2932,2920 29A4% | A4 647733 S8%
DNG 8 | Y4Fo, 3324, 350 3435 | 433026% | 697
| 3F02,3632, 3os | 3664 | 446066F | I3 %
B 12293 32318, 3306 | 332¢ |4326663 | 66 %
C hoau, 3393 §oog 432 AbOYDL?} 1 %
F o 3905,3203 5540 3943 4536433 2%
Bﬂ(/(w'(mwﬁ -9

Nedle. ~ gbor&
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TABLE-4

Expt #:

Tube.dilution{ Colony 1 Colony 2 Colony 3 | Avg Colony SF
r A o8

b o4

D

E —
8 ¥ cot 600

Aol .

S| \/dum 3 ~ paco ¢ Silufoom 0% ootk oS
a2 L

?lal—&

A -~

b ¢ - 274
C - - 3R
b !

(ouTeRL— 3T C
ALH o9 — €07, 7—6% #(
0= n3r 1o, 1180

NG 03 - 607,529
200 ~ (oéo \ot3 toR%
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17. Using 200 pl tips transfer cells suspension into polypropylene Helena micro- tubes with
attached caps (Helena Plastics, 400 pl)
18. Again add 200 pl ice cold F12FCS8, re-suspend and transfer the cell suspensions in the same

polypropylene Helena micro-centrifuge tubes (Total volume ~400 ul)

19. Centrifuge tubes for 5 min at 1000 rpm, 4°C L5493

20. Transfer tubes at 10°C for 72 h Date/Time: Jan., 06,
2000/

\/ 21. After 72 h, carefully remove the supernatant from the top, re-suspend pellet in 200 pl wash
F12 and transfer the content to ten 12 ml tubes (Falcon polypiopylene test tube, 17x100 mm,
labeled 1-10 both on cap and wall) gontaining 10 ml wa~h F12 by using Pasteur pipet

Date/Time: Jan., 28, 2000/ |S 00

4 25. Again add 200 pl wash MEMA in micro-centrifuge tubes, re-suspend and transfer the cell
suspensions in 12 ml tubes .

VV/ 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 P 60’s with 4 ml F12NCS8
- load tubes with 4.5 ml F12NCSS8 and label them 1.2, 1.3, 1.4, 1.5; 2.2, 2.3,2.4, 2.5;
X.2,X.3,X4,XSetc.

V28, Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash F12NCS8
/29. Centrifuge tubes for 10 min at 2000 rpm, 4°C
W/ 30. Repeat step 29
v/ 31. Decant supernatant, click tubes, vortex, re-suspend in 2 ml wash F12NCSS8, pass five times

through 3 cc syringe with 21 gauge needle

33. Count cells using Coulter counter 100 pl cells/ 20 ml Isotone I

34. Vortex tube, transfer 0.5 ml into 12ml 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 200 pl of cell suspension (in triplicate) to 20 ml scintillation vial containing 6 ml
cocktail (EcoLume)

37. Count vials for radioactivity Date/Time :

38. Incubate P 60’s for 7-9 days

39. After 1 week, wash colonies 3x 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
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