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WB Protocol | ’ﬂ
Date: (B ( ”L/ Ex.#

Exp. Name Name:

1. Set Rocker-Roller in 37°C incubator with 5% CO,

-turn on coulter counter or have a hemacytometer ready

-turn centrifuge on so it can start to cool

2. Wash 5150 cm? flasks with 5ml of PBS twice and then trypsinize the cells using 3 ml of

trypsin and place flasks in incubator for 3-4 min. until cells lift when flask in “smacke o4 )

3. Neutralize the trypsin by adding 7 ml of D—Medlurﬁrh; ﬁm%m%é
J-1Wbs floi viateTre Pers—

50 ml tube (total vol.=10 ml=3 ml trypsm-l‘;zrﬂ ml D- %&:
: S| OAcAok okl T [l
4. Centrifuge the tube at 2000 rpm, 4°C, 10 min. | - P i

5. Decant supernatant, gently. break pellet by running tube alon a test tube rack 3 times

-Ies d pelletin 10 f D-Med d vort
resuspen pe etin ! Wm and vortex

6. gently syrmge cells 5 times sing a-5-e¢ syringe with a 21 gauge needle

/s
7. Do cell count using coulter counter AL — b bwhn danls €ean= [ (i
J -, v\!L o id 04’\
-100ul of cells in 20 ml of Isotone AN 0 L-U'('- s
W3 el = a#m/ﬂ Cely
-do 3 times: 1. T ’ ‘_(J/:z;ﬁ / B ity
OeA-00IC s | 2l 78 cm?m;u; 3
/ oL » [ina /A
Wsswzb(!/ 3. %\{ QL? \7}, 2375 S‘{; )‘L'/Jﬂl/l Jw—s

(if setting is at 50 ul on coulter counter multiply ave. by 4000 or if setting is at 500 ul on coulter

counter then multiply ave. by 400) 2 SY, o0
_ S0 f
CELL cOUNTY?Y 1 ) k(oD = 205! )

: 3 Wu@
8. Dilute cells to 2 X 10° cellsﬂ%ﬁedt( AXG b gollo) nA e s

G nl
FINAL VOL: IIO i 6\06 Y ﬁ;:\@l gmls wasribe /G NCC
ACTUALCELLCOUNTj pooyy T TV22 W Qunl’s P57 %/é?JL

9. Transfer 2 ml (4 X 10° ce s/ of cell suspension 1nto 51@ E ml Falon polypropylene tubes

b, (L'{’é\/r]'
and label tube and cap . WV/QK t’ W N W X1 /\/&Q ' /

gLz
2 (ed o LOSEFTY
10. Place tubes in Rocker-Roller for 12 hours at 37°C, 5% C02 ~ & - M

2::Ea%;Ly®ﬂl‘ /OQQWVKZ%S
DATE/TIME: _ 5L /” )[7/\_&‘\
@\ m/h n ﬂz[ B(L i ful
MOPT N o icfar e,
flbes | BL/ [ 9{}@%
/f%) C/l//y'/’//?f
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Day 2;condition 1 (wash and plate)
— e feilze, ?Ewg\ ke 7l er
1. Wash cells with 5 ml of D-Medjum and centrifuge at 2000 rpm, 10 min. 4°C
~ W~ MNEMGcGae~
2. Decant and break pellet as previously described, vortex and resuspend cells in 2 ml of D-

Medium using a 2 ml pipet
&,@1\9@&@( 3. Syringe cells 5 times using a 3 cc syringe with a 21 gauge needle / s‘g/c%
(00i|  DOCELLCOUNT: W \ JG /9 bz 2 047
—_— 1559 869 %
40l 4. Do 4, 10-fold dilutions J 3500

-set up 8 dilution tubes: (each condition must be done in duplicate)

-place 4.5 ml of D-Medium into the 2 sets of 4 tubes and label the tubes 10'1, 10'2, 10’3, and 10
and also label the dilution tube with the corresponding tube number which contains the cells

5. Perform the dilutions by placing 0.5ml of cells into the dilution tubes 107

-vortex the tube.

-then take 0.5ml of the cells from that dilution tube and place it into the next tube, 102

-vortex the tube

-then take 0.5ml of the cells from that dilution tubes and place into the next tube, 107

-vartex the tube

-finally do the same for the last dilution tube ",j 1)2[’ L~ (b" /VU;é:f /VL, D(y ps
6. Seed in triplicate, 1ml of the diluted cells into a 60 mm culture dish, label dish

-Use dilutions-107 and 10 *repeat for next 14ml tube

7. Incubate the dishes for, 7-days in a 37°C, 5% CQO, incubator

™

DATE: @\QJ% VYN

7 days later:

8. Remove culture dishes from incubator

9. Remove media and label underside of culture dishes selected for count (50-250 colonies)
10. Wash 3 times with normal saline and then 2 times with methanol

11. Stain colonies with 0.1% crystal violet and count colonies under fluroscent light

Day 2: condition 2 (clustors) W b
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1. Remove tubes from the rocker-roller ‘%‘

2. Wash with 5 ml of D-Medium and centrifuge at 2000 rpm, 10 min., 4°C

3. Decant supernatant and break pellet, as described before, vortex and place cell suspension
(200ul) into a Helina tube using a 200ul pipet tip

4. Wash 14 ml test tube with 200 ul of D-Medium and place the wash into the Helina tube using
a 200ul pipet tip to get a final vol. of 400ul in the Helina tube

5. Centrifuge the Helina tubes at 1000 rpm, 4°C, 5 min.

6. Place the tubes in Rainin pipet rack and then place into refrigerator at 10.5°C for 72 hours

DATE: Q,( 2[6 B/’(D/ (/,b

Day 5: 72 hours later:Date:
1. After 72 hour incubation, remove the Helina tubes from the refrigerator
-set up 2, 14ml tubes with 10 ml of D-Medium in them and label 1 and 2
-remove Supemétant from the Helina tube and place into corresponding 14 ml tube
-then break pellet in Helina tube and place the cells into the 14 ml tube
-remove some medium from the top of the 14 ml tube and place it into the Helina tube and wash
the Helina tube to collect any remaining cells and place back into the 14 ml tube
2. centrifuge the tubes in a precooled centrifuge for 10 min, 2000 rpm, 4°C
3. While waiting for centrifuge, Label 2 sets of 4 glass dilution tubes with the following dilutions
~107, 107, 10, and 10* and labe the dilution tube with the corresponding 14 ml tube #
-place 4.5 ml of D-Medium into each of the dilution tubes
4. When done centrifuging, decant the supernatant and break the pellet as previously described
and then vortex.
-resuspend the cells in 2 ml of D-Medium with a 2 ml pipet
-then syringe the cells 5 times using a 3cc syringe with a 21 gauge needle

DO CELL COUNT:

5. Do four-10 fold dilutions
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Perform the dilutions by placing 0.5ml of cells into the dilution tube 10"

-vortex the tube. _

-then take 0.5ml of the cells from that dilution tube and place it into the next tube, 107
-vortex the tube

-then take 0.5ml of the cells from that dilution tubes and place into the next tube, 10
-vortex the tube

-finally do the same for the last dilution tube

6. Seed in triplicate, 1ml of the diluted cells into a 60 mm culture dish, label dish
-Use dilutions-10~ and 10™

-Repeat for next 14 ml tube

7. Incubate the dishes for 7 days in a 37°C, 5% CO, incubator

8. Following staining and counting procedure as described above.
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Day 2, condition 3: incubate 72 hours 10.5°C in rocker-roller

1. Removec cells from rocker-roller(37°C)

2. Wash cells with 5 ml of D-Medium and centrifuge tubes at 2000 rpm, 10 min. 4°C . / vo 7

3. Decant the supernatant and break pellet as previously described, vortex w_&‘: < / % pz J
-resuspend the cells in 2 ml of D-Medium and syringe 3 times using a 3cc syringe with a 21/ s @3
gauge needle

4. Place tubes in a rocker-roller which is in a 10.5°C refrigerator for 72 hours.

DATE: /0 : 7%

R

Day 5: 72 hours later:
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1. After the 72 hours, remove the tubes from the rocker-roller

2. add 5 ml of D-Medium and centrifuge tubes at 2000 rpm, 10 min, 4°C

3. Decant the supernatant, break pellet, vortex, and resuspend the cells in 2 ml of D-Medium
4. syringe the cells with a 3cc syringe, 21 gauge needle, 5 times

5. Do four, 10-fold dilutions

-label 2 sets of 4 glass dilution tubes as follows:

107,107, 10, and 10™* and labe the dilution tube with the corresponding 14 ml tube #
-place 4.5 ml of D-Medium into each of the dilution tubes

*Perform the dilutions by placing 0.5ml of cells into the dilution tube 107

-vortex the tube.

-then take 0.5ml of the cells from that dilution tube and place it into the next tube, 102
-vortex the tube

~then take 0.5ml of the cells from that dilution tubes and place into the next tube, 10
-vortex the tube

-finally do the same for the last dilution tube

6. Seed in triplicate, 1ml of the diluted cells into a 60 mm culture dish, label dish

-Use dilutions-10 and 10™*
-Repeat for next 14 ml tube
7. Incubate the dishes for 7 days in a 37°C, 5% CO, incubator

8. Following staining and counting procedure as described above.
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Mediums:

1. MEMA: MEM, 10% heat inactivated FCS, L-Glutamine, pcn/strep

2. MEMB: MEM(Ca free), 10% heat inactivated FCS, L-Glutamine, pcn/strep
-prevents cells from sticking together
-for suspension

3. Lindane: a chemical that inhibits formation of gap junctions

4. Triated thymidine: Has short range of 3H B-particles
-allows only self-irradiation of labeled cells and no cross-irradiation of unlabeled cells

5. DMSO Dimethyl sulfoxide: “eats-up” free radicals, scavanger
6. WashMEMA: MEM, 10% calf serum, L-Glutamine, pcn/strep

7. D-medium=5%FBS, 50ug/ml gentamicin
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New Cell Lines:

Cell

Gap Junction
+

“+

HGPRT
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Split cells: -

. chech flask for confluency, 70-80%

. obtain a waste container

. remove medium from flask and dispense into waste container

. wash flask with 10 m! of PBS and remove PBS into waste

5. wash flask with 2 m! of trypsin (use 3ml of trypsin for WB cell line) and put into incubator for
3-6 minutes depending on cell line

6. take out of incubator and “smack” flask to losen cells and then check under scope to make sure
majority of cells are off bottom

7. obtain new culture flasks and label with date, cell type, and initials

8. take 25 ml pipet and fill new flasks with 20 ml of new media

9. add 10 ml of media to flask with cell to neutralize the trypsin and note total vol.=

10. put correct amount of cells into new flasks and leave a small amount in the old flask and add
20 m! of media. :

11. incubate

HW N -

Making Media:. MEM

. obtain a pouch of media which is good to make 1 L

. fill round bottom flask with about 300mi of sterile H20

. add pkt of MEM powder

. wash pkt out with some sterile water to remove all powder

. then shake flask :
. move to hood and get 25ml pipet and add 30 ml of sodium bicarb (30ml/L)
. then take flask back to sterile water and fill to 1 liter mark

. move back to hood and do filtration

. put filter on new bottle, pour MEM through the filter and vaccume will pull the media through.
*never let filter get dry* trun off vaccume then switch to next bottle

10. add L-glut. PCN/strep, and 10% FCS day of use

11. Label bottle MEM_, date, and whatever has been added

OGO~ B W N -

L-Glut., pen/strep, FCS10%:

1. use 17X100 mm snap cap tubes

2. put 10 ml of pcn/strep into 1 tube and 10ml of L-Glut. into another tube
Itube of L-Glut. and 1tube of pen/strep will go into 1 liter of media

FCS10%= 100ml in 1hiter
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Freezing cells:

. prepare freezing mixture

. remove media from flasks to be frozen

. wash cells with PBS-5ml and remove PBS

. wash cells with trypsin-2ml and place in incubator for 3-6 min. depending on cell type

. “smack’ side of flask to losen cells

. put 5 ml of media into each flask to neutralize trypsin and the repool cells into a 50 ml tube and
centrifuge at 2000 rpm, 7 min

7. decant the supernatant, break-up pellet and resuspend in correct amount of freezing medium,
depends on how many tubes freezing

8. place in cryofreezer apparatus.

A D WN~—

for WB cells freezing medium: 50ml
-DMSO 10%=5 ml

-FBS 15%= (10% already in d-media) Sml
-d-medium=40ml

D-MEDIUM

IN 300 ML STERILE, DISTILLED WATER
Formuld
1. D-powder=8.97 g ( aidbco @& 7§ 5470 EF)
2. Na pyruvate(piruv)=10 m! of 0.1M
3. NaCl=835g
4. Glucose=1g
MIX , place magnetic bar in beaker and place on stirring machiene
-prepare pH meter by placing in buffer solution that has a pH close to what is eventually desired
and turn machiene from standby to pH.
-then take pH of the buffer
-once reading is made turn back to standby and rinse probe with dH20
-test another pH buffer just for accuracy
-then test sample
-leave probe in beaker for next step
5. add NaOH 1M(~ 0.9ml) to get to pH 6.5, while stirring
6. add 1 g of NaHCO:; (sod. Bicarb) ***add slowly or will get ppt**leave stirring rod in place
-get a final pH of ~7.17, leave probe in beaker
-add waterupto 1L
7. then filtrate solution
8. then add FBS to a concentration of 5% so, 50ml FBS in 1000ml media or 25 ml FBS in 500ml|
media
9. gentamicin 25ug/ml add: 2.5 ml to 1000ml of media
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Freezing mixture for V79; 10%DMSO, 15%FBS
-for 100 ml

1. filter 10 ml of DMSO

-use 10 cc syringe and fill barrel with DMSO

-then remove needle and replace with sterile filter

-push down plunger on syringe and dispense DMSO into a sterile test tube

2. if using MEMA which already has 10% FBS then just add 5 ml to bring the % up to 15
-if using new MEMA use 15 ml of FBS

*IN ADDITION, if using New MEMA also need to add pcn/strep, and I-glut.
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¥ 05-22-00 11:40an  From-LIFE TECH +T167746760 T-987 P.01/02 F-754

Order ID C- 10070
LIFE e TECHNOLOGIES.
Custom Order Quote
End User Name [N-UPAM BISHAYEE 1
Phone FAX [(973)072-6474
Ship To Address [UNIV OF MEDICINE & DENTISTRY @ NJ ]
L 1
Shipping Temp ~ [Ambient [
Carrier lﬁ l
Freight Charges  [PropayRAdd j

Customer Formula #/LTI Catalog Number Modification: [::] Special Packaging of r

Product Info
[Minimum Essential Medium at # |
with/without Component Description Concentration
w 1.5X Amino Acids
‘ w 1.6X Vitamins
w 1X L-Glutaming
w 2X Non-Essential Amino Acids
w Earle's Salts
wout D-Glucose
wout Phenol Red
wout Sodium Bicarbonate (NaHCO3)
ISkU JiSuiix [ty |Funit Fil}iPhg Sizs .:“:uomjg%]cohmmer fiacconEe Q@mﬂ unttpricelHTstorage Temp g!grmm Descriptk
785470 M EF| 10 § 10 & 1 3 L % 2 15AR 0 § $10480 L 2ta8C 0

éw\\/ \\\/Cw\: ’O'Lﬂlg: hg,, ﬁm‘dz%}/

¢

D —X46766

[‘@W 500 MQ/ @ Page l of 1 (§4' ?O_’@O
A6

' Monday, May 22, 2000
N
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e 05-22-00 11:40am  From-LIFE TECH +T167746760 T-§87 P.02/02 F-754
- Order ID C- 10072
LIFE TECHNOLOGIES.
' Custom Order Quote
End User Name JALUPAM BISHAYEE 1
Phane rax [
Ship To Address  [UNIV OF MEDICINE & DENTISTRY @ NJ ]
L | { ]
Shipping Temp  [Ambient ]

Carrier (&~ 1

Freight Charges ~ [Propayéadd |

Customer Formula #/LTI Catalog Number Modification: Special Packaging of [_

Product info
[Eiinimum Essential Medium ]
with/without Component Descriptian Conpcentratiop
w 1.5X Amino Acids
- W 1.6X Vitaming
.w 1X L-Giutamine
w 2X Non-Essential Amino Acids
w Earle's Salts
w Sodium Bicarbonate (NaHC03)
wout D-Glucose
wout Phenol Red :
]sxu —f.nlsmﬂx OIy [Unn Fill [iPkg slze Eﬁ{uon Filcantsinar Hg_ccons Jf'ﬂocl.oad‘l‘ H UnitPricel!iTiStarage Temp ||SubGrp Daseripti
,uaum PDJ f05 & 1 &7( i P1173 o f 0 ! $3gas ,: 2108C _
LIQUID ;D -y 05 11 L i Pa T A TY N
Q’”) ?
AY
A
Monday, May 22, 2000 Page 1 0f1
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C .o
Experiment Name: VT4 miving Exp#: S /%[0, 1
Experiment Performed By: A.ég Date:

1.

Set rocker-roller in 37°C incubator with 5% CO,

-set coulter counter
-set centrifuge to cool

2.

Wash 2- 150 cm” flasks with 5 ml of PBS and then Trypsinize the cells using 2 ml of
trypsin

-put flasks into incubatbr for 3 mmutes

3.

s Gt BEMNEME ¢ fesipd
Neutralize the trypsin aug resuspenf the cells in 8 ml of MEMB
Qvyp

Falcon
4. }}(pool the cells in a 50 ml tube and then centrifuge at 1800 rpm, 4°C, 10 min. gﬁ, UL
greTT

3.

6.

I»Q*Wk Sagerelnen i

Decant supernatant, gegtly break pellet and resuspend in 20 ml of MEMB

I’\f /‘JJ AN J

Gently syringe cells 5 times with aﬁ or {)Se’c syringe, 21 gauge needle

Perform cell count using coulter counter Cell count=

/00 A 20 b 1SUlovg. Ledid !
b “Eml

Dilute cells to ~4 X 10° cells/m! in MEMB FINAL Vol.=

.
- do cell count again to double check- jﬁ b l 07 (l (CUO e"'/ﬁ{_
ot o Ol 12 Y5 57D

. Transfer 2 ml of cell suspensmn mto twenty 14 ml tubes ( Falcon p]astlc test tube-

olypropylene) Label each 1-10-each tube w1ll have 2,000,000cells '
polypropylene) o Slert T1me’

10. Roll tubes in rocker-roller for 3-4 hours at 37°C, 5% CO, Date/Time S, / % /% i~ 9g am

10 tubate

0a ¢
11. After incubation /ﬁ—roadlate 'of the tubes and keep the other ten in the rocker-roller ¢ 7@( T e,

*keep the tubes to be irradiated cool
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®

Tube # Total Dose Dose Rate Time Attenuation
_ (Rads) (Rad/Min) (min)

1 0 0 0 0

2 0 0 0 0

3 500 739.0 .67 X-0
4 700 739.0 .95 X-0
5 1000 739.0 1.35 X-0
6 3000 2981.0 1.01 X-0
7 5000 2981.0 1.71 X-0
8 7000 2981.0 2.35 X-0
9 10,000 2981.0 335 X-0
10 30,000 2981.0 10.06 X-0

—

(}Wl}ilf; irradiating keep tubes over ice M/@gﬁ,@w ‘ ( 4"‘;”{ C"!\C/ ‘ﬁﬂ-(' J 6
lsz\@r AUV L /\12,0’}\__( m; /\l}’\\ W\Mh- ﬁgz) 4 %f t
] ashand centrifuge a

12. When done irradiating wash tubes in 8 ml of cold
2000 rpm, 4°C, 10 min.

13. Then decanti%emagapt and break up pellet/T_ Co MMIM W
‘ g;“)./u'ml\l{ H‘ I-'{D w/&(élg,fﬂéﬂ\q,d /7/6‘66 W\H QLW/LL’% ,

14. Add the unirradiated cells and mediagto the irradiated cells, vortex and wash with 5
1 of MEMA lsfoio) & ds Ve e = !
m o M)Wgofﬂf?ji (7> 13
15. Centrifuge the cells for 10 min at 2000 rpm 4°C U\Q;"Di l 'q,fj —

Helina tube (" 45 o _,,M) - Wll/g- 0041 pa’/ M*ﬂtO 4
17. Wash test tube with 200 ul of MEMA and transfer to the skinny tube

18. Centrifuge tubes at 1000 rpm, 4°C for 5 min. - { S/‘?[ (e b TE shreues Do

ot L [
WENE LA iy v

19. Place tubes in a rack and put into refrigerator at 10.5°C for 72 hours

Date/Time: /}7%/0:& g:c/ﬁ/
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Jrinlestrae

\. 20. After 72 hours, remoye bes 1 10 carefully remove the supernatant using a long-
necked pasteur pipet and résusp peﬂe in 10 ml of l\/IEMA ina 14 ml tube. Wash the

révaﬂ ¢ Skinny tube§\ with the WA to remove T" cells. ) ¢ /ﬁ, :-'ll’bh) 1 %;4 L Filpe phesin NS
!

W o -
T e Dubef e

21. Centrifuge tubes in a precooled ccé‘r?t)gﬁlge for 10 ni/ in, 229 rpm °C
Lavtns”
22. Label an e e tubes for dilution and coloy/dﬁiles o ,
-loa petn dish with 4 ml MEMA/ Qe 2o [oF f5
1, (82> -load g‘/tubes with 4.5 ml MEMA and label them 154,224, 3 ~4 4-3,4-3, 53, 5/

M«)&‘ BB, 6-4-7-3; 7:4, 83,84, 9.3 0.4, 103,104~ (& 7@&1%» —< SO pen
@W 22 ,ij ‘\/ 4 D /" % é
23. Decant supernatant, break-up pellet, and resuspend in 10 m\lﬁ//}EMAfwas /and j:’

centrifuge again

- tae dnd P4~
24. Decant supernatant, break-up pellet, vortex, and resuspend in 2 ml ks MEMA and
then syringe the cells 5 times using a 3 cc syringe, 21 gauge needle 1Do Cell Count;

F nptd gl M/WV‘ h@déz ¢ Yok

25. Peform four 10-fold dilutions (0.5 mi cells into 4.5 ml MEMA ) to get 107-10 _
Zige SOmL /ﬁ,/ff-— £ Rone : %)/Dfﬂﬂ#\e]
26. Seed 1ml in trlphcate into the 60 mm culture dish - 5 / "

. Ot bz 22 »Jy} "0 @”7(‘ k"’
R 27. Then mcubate for 7 ays in the » incubator at 37°C
28. Rezzve dlshes from mcuba%): Remove meduxm o e - SO-2A5D ﬁa/ymg

29. Wash each dlSh 3 time with normal salme and 2 tlmes w1th methanol

i /) > /
30. Stain witl@. 1% crystal violet and count colonies s o ,ﬂwjz,/\v/%%yfs %‘ $A <

. N N
> =Y R R
(-2 —

22 ) . \4(
3.2, 33 _ [ -
4.2’ w1, 44 \{ ?/ L{ 5 t

.2y 63, 64/
22173, 7 4f
8V, g.;i 8-4‘

G 3, q9-4, 103
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‘ V79 COLONY FORMING ASSAY
Experiment Name : '>'Cs toxicity (acute, cluster, suspension); Exp. #:;
Experiment performed by: Date:
Y 1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells A(gf
AN ‘f) WL (from two 150 cm® flask, subcultured 1:2, 24h before) w1th 5 mlsPBS 2ml trypsmlze ce] 29 i
YAl aQ »W
’(‘ﬂi s Lok resuspend ink ml gﬂ&for each ﬂaastlff/ o{ qvortexwas ﬁvgﬁzes thxlougfx@/ cc synnge A < J0or
v J with 21 gauge needle erform cell count b transfenn 100 ul in, Coulter cup cantaining 20
\ ¢ Wong gaug e P y 4 U\ p C3 i g Aol
& (\QQM ml isotone (Coulter balanced electrolyte solution) *Cell Countb] Y V i [}‘b/ﬂe&l
2. Dilute to ~4 000,000 cells/ml in M]:MB \éﬁnal volume 11 ml) [Actuéi} cot(nt % . fﬂ%/l
cells/ml) —ongk W\ = 7 MendHd-7G St Q2 _cﬁ% Wikl

3. Transfer g ml cPQe susp 10% twenty 14 ml tubee (Falcon Plenc ﬁ% ‘}ub 17}5} 0?&\4(_

mm) labeled 1-10 both on cap and wall ~ <&¢
— 4. Roll the tubes for 3-4 hat 37°C, 5% €0, W | ‘i) Date; /'2 %Oe o] (gt -
b S asl 5 Mf

5. After ~3-4 h incubation period, remove tubesgad
_ :9,10 . 2000 rpm at 4°C for 10 min (precooled centrifuge).
A 6. Decant supernatant chck s vort X, It 51 i

8. Decant supernatant, click tubes, rewpw&uhceeddm A

-Irradljtv&f‘g;‘th} es wntlm )lﬁprop dosages . | é‘ M w“’\ /NOTH. Coda.
-yartek remaining ten t s"of “stock cells” enf cimping ~ ~ G\ ’ﬁ‘UI* A e

0. Aftér all-of the tubes havé been irtadiated, Wash-the-tubes Tvice with 2 MNVEMA wash ' &4 cell

r first wash ad sto-each of the-ten 19X TOOfm tubles. * 7
Q(' ’7\ { }656] 0. After last decant, vortex and one tuw a time using QAOO ul sterile micropipet tip__ bl %Lj( -~
“ﬁ ~transf3e} /ey\cgf’s into a skmny’ (I-Ielmagtube fd&'ﬁc’ﬂ/\, INE e~ @"_&@%\/ )y
e .
2{,(‘04:/} -wash the skinny tube withJ00ul of MEMA v 5‘ Tyt f ']{/f . &/\ffﬂ%ﬁﬂe’;
JOMM A *Centrifuge the skinny tubes at 1000 rpm, 4°C, Smin. H O b o/ é/”” 2‘:12

11. Transfer tubes at 102C for 72 h. AUX e ate/TIme :
\ / Uj‘(j 12. After 72 h, for tubes 1-5, carefully reri‘fg\\/e the sup“ematant using long-neck Pasteur pipet,

resuspend the pellet in ?W\;ﬂl

(i | _
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\. 13. The tubes were irradiated using Mark I irradiator (**’Cs gamma-ray), two tube (one tube for
pellet and one for the suspension) at a time for a single dose-point, while placing onto a Rainin
pipet tip box containing ice as per the Table below

Tube # Total |Doserate ] Time | Attenuat.
Dose (Rad/min) || (min)
(Rad)
1 0 0 0
2 0 0 0 0
3 300 973 3.08 X-10
4 600 739.8 0.81 X-0
5 1200 739.8 1.62 X-0
6 0 0 0 0
7 0 0 0 0
b 8 300 973 3.08 X-10
9 600 739.8 0.81 X-0
10 1200 739.8 1.62 X-0

14. After irradiation, carefully remove the supernatant from the top for tubes 6-10, resuspend
pellet in 200 ul wash MEMA and transfer the content from all tubes to ten 14 ml tubes
(Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap and wall) containing 10 ml
wash MEMA by using pasteur pipet

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

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

17. Labeling and preparation of dilution tubes and colony dishes
- load 60 mm petri dishes with 4 ml MEMA
- load T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5; 2.2,23,24 25;
X2, X3, X4, X5 etc.

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

19. Centrifuge tubes for 10 min at 2000 rpm, 4°C
. 20. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
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