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“71. Use saturated ammonium sulphate (SPS at + 4°C) to g1ve a final concentrat1on
of 40% SAS for rabbit or,43” SAS for mouse.
&0
~.. 2. Add SAS dropwise with st1rr1ng at + 4°C. Allow to stand for 1 hour. (May be done
'S \ in high speed centrifuge tube).
— )

3. Spin at 10,000 RPM for 15 min; discard supernatant.

4. Redissolve ppt. in PBS or saline (9 gm/liter) and reprecipitate with SAS, conditions
as above in #2. | 9% Saline

X
5. Spin as in #3.

Redissolve ppt. in saline to approx 1/3 original serum volume. i

Dialyze overnicht &+ 4°C against saline. val Lv,t‘.’ar.

6
7
8. Spin at 10,000/10 min to remove denatured protein.
9

Determine protein concentration (,fng&nl?— ‘NODZBO-)——I‘-Q o
. . SRS
10. Bring to 10 mg/mi protein in pﬂ,gﬂf&”a CO - Na HCO3 Buffer 0.5 M —
[8 ml Na8CO3 0.5M (273 gm/]DO mi d1st ﬁ Ob + 17 ml”Na HCO‘.f 0.5 if 2 gm/100 ml (g5
L :'\ o w Q a_ _5\ 5
dist H FlIT 'ia)(/?ﬁg ’brot'ém % 5::;‘*\3 "v“fo f::e' : 'LW
11. Add FITC or RITC at r#nn“ﬁhﬁsrprote1n and stir at room temperature for 1 1/2 hrs~bn
or overnicht {16 hrs) at + 4°C. Go to next step without delay. e deale

. ]

7 -

$/;\ 0.01 M N aCl buffer. Pocl all tubes in first peak having an OD280 reading greater
than 0.1.

e QR treat as in Step £ 1,2,3 then dialyze against 0. C1 M Tris/ 0.01 M N aCl pH 7.6.
Using stock solutions of (A) Tris hydroxymethyl amincmetnane (Sigma 7-9) and
(B) HC1 both at .2 M. > oo
Use 50-ml1 A and d3 mi B dilute to 500 ml in dist. HZO ,
Mix equal vdlume of above buffer with™0.02 M Saline“(1.17 gm/liter) = 0.01 M
Tris/0.01.M Saline pH 7.6 and for sa]1ne agradient 0.01 M Tr1s/0 01 M NaCl--

0.21 M Tris/0.5 M Nacl.

*\\X 12. Run Sephadex G25 {fine) column to remove free fluorescein pH 7.6 0.01 M Tris/

53;-_; Mix equal volume of above Tfié bu.Ter with 1.0 M salire {5.84 gn/100 m]% -
v 4 hrs dialvsis is plateau timexfor 3-5 ml sanple to get rid of unreacted. F1:
© 13. Use saline gradient explained: abover to run material on a DE 52,cc]umn (pr taine
3 to bed ratio. ;5220 0D »”7 1 ml, packed bed). Gradient equals & total of 200- 300
,:% ml, 3 ml fractions aré go“ertnd 3€ drop/tube af 2.3 @i : s - &
N 14. Spectrophotcmeter readings at 280 for protein, 495 for FITC or 515 for-RITCiq;éufaken
= for each fraction. o . .
= To czlculate F/P ratio for FITC labelling _
e R Eggg FITC = .175
-protein = FITC
o Ao Opgg ~PTOTEIN Opgs 70 Egg FITC = 054
L B. Pags = Yr/m1 -
0.175
total prot?ln F1 protein ~
- 1= £ ] i . S
L _\\ C. 00,47 3 /m] x O. 054 = 00,04 of protein. e
Y 0. 030 = pg/ml protein
1.4 _
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389 mw. Fluorescein
150,000 mw golbulin

#1,2,3

(ﬂj\ E-.%%H‘.L , _!.". mg[ml profe]n X ]Oztgm protem) Rat?m Molar =
/ - ' b5 x i (7w protein}> wholo protein .
: Fox Feb use,&'ud‘* as demonabp ‘ '3
15. Pool fractions within the following F/P ratios. 1.5 - 2.5, 2.6 - 3.5, 3.6 - 4.5
Concentrate pools by Amicon filtration, vacuum dialysis or SAS as in Steps
to > 2 mg/ml.
16. Dia]yie overnight vs. PBS.
17. Centrifuge to remove any ppt. 10,000/]0"and millipore filter
18. Absorb with mouse lijver powder (1 hr at room temp. w1th sti rmng) 100 mg/10 mg
prot. :
19. Centrifuge 10,000/10 min. and millipore fﬂter
20. Redetermine protein con and F/P ratios for each poo]

A

21. Aliquot; Store at + 4°C.
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- Green Rafrigerator Note: Wash hands before handling
BBL each dialysis tubing. ‘
FITC - #12008 BBL " e |
100 mgm $25.00
RITC - #12198 BBL . | . ]
100 mgm $32 ;
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