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PREPARATION OF TISSUE CULTURE CELLS H3 THYMIDINE'PULSED PRIOR TO COUVTING un
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Equipment and solutions needed:
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il) Borrow millipore manifold' .from Gan's lab.
2) Millipore filters 25-30 mm 0.45 p

(3) Vacuum with trap

§4) 0.01 M cold (not tritiated) thymidine in PBS
Refﬁger_( 5) 95% EtoH

ate to 4 6) 5% TCA (Tr1chloroacet1c acid CC] €00H)

C_— (7) Sc1nt111at1on vials

s

DO NOT O

(8) |Scintillation fTuid (fgn Iy samples]

5gP.P.O. 2 5 d1pnen/1oxqzo!e Paukard 75002023
Lsc.nhna.mn cjru e, M= Ja,lalc‘L

0.1 g POPOP’ I 4-bis-2 (5 Pheny‘oxazo}yl Benzen@)Packard #6002034
- (scmtﬂlatwn :;rade “Mwa 224, 57)

- in 1 ]1tnr To]uene

=~ 13 g PPG

Sc1nt111at1on £luid (ﬁg==ga==¥g§=§ggg;g;)

1 liter D1oxane

1 liter Xylere -
0.6 liter Etnanol -
208 g Naphthalene -

0. ]33 alpho. N- PO ]

Method- P]ace f1]ters on mantfo]d ‘cover: unused places w|€F paraf11m wet filters
with 1 X PBS, no azice. y

Using a 9" Pasteur pipette put contents of txssue VUTture well onto filter.
Wash 2 times with 0.01M cold (not- tr1t1ated) thym1d1ne in PBS
- Vacuum on; wash with cold TCA ~ 5. nﬂ
% Wash with cald 95% ETOH. = i
" "Remove top from vial ard drcp ‘1Iter'1nto 5 m] sc1nt11Tat1on fluid.
Count : - : . :

e
4o
(”'f

U*

\ -
H‘\*‘:‘;{? “a

PlPeT

] \ :
(tevs can e dxwd ovin Lswsrgak 4 couid 2% Qs

P

e o T e L

of

e



