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METHOD SHKKI l't )K ) •-%:•> 11 "J iK ) SH) (• \ 1 ) I i'll.D'i - SCALE I'k'ODliC'f |(),\ IKST 

BATCH /JIT 

DAY 1 

1. Tris extract (pll7.0) o%0/am.j - £ * 

2. Titrate slowly from ~7'Q l o  b '  7 6.7 with 0.05N Hcl 

Use Ej vibromixer 

Volume used ML's 

Total volume ML's (Vj ) 

W < w v  2 1 '  i l  

3. Zinc/heparin precipitation, pH6.7 

Use E? vibromixer 

-.-H3T04ML", Hepar (V f) "" *" 

333.3 ML's, 4mM ZnAc/£(Vs) TT7 ML's add slowly. 

Pinal pH, b '"? 

4. Equilibrate 10 minutes R.T. with gentle mixing. 

5. Centrifuge 10 minutes R.T. 4000 rpra. 

Post-centrifugation, zinc-supernatant ^,8 0* 

2-£"* 

6. Mixture of citrate and calcium chloride to 0.02M and mH 

a) 41.7 MLS/£( V 2 )  = ^ 1 - ? x»;i(t^£(V,) = liQ-q MLS 0.5M Citrate 

b) 11.1 MLS/£ V 2 )  = jU<*f x * 4 0 V , )  = MLS 0.5M Calcium 

5"-OS" Chloride. 

Mix 4 0  ̂  MLS 0.5M CaC£ 2 with 4 ' ̂  MLS 0.5M Citrate 

Add slowly to (V2) use E2 vibromixer 

Final volume ( Q ' & O  £ » 

So < w d  0 < \ $  f i ( r w *  l i t  / t t J H r p .  

7. - ^ - a y r i - f - y ~ - 4 ^ r - o t t g ' h - ^ - N § P ~ ^ a . r t . c - i 4 . f t e — • — - W  £ /  

o 

•8-s A4d*fcitm~irr'|TyiCtifF*liW~3WtnrCErTC!lSITIsers" ^ 

LLi If") 
a) 50 g/i(V3) = 50 g x i(V 3) = g glycine. g 

Add slowly mix with E2 vibromixer. ft O 
Keep pH above 7.0 during glycine addition with IN NaOH and adjust , C D  
to final pH 7.5. 2 Q 

b) 1850 g/i(V3) = 1850 j> x (V 3) = r sorbitol 5 C 

Add over 30 minu(<\s wi 1 h stirrer at 7!) rpm, INCREASE temperature Q J 
GRADUALLY from +2DUC i.u + /.0°C. O O 

p C M  
Fill glycine/sorbitol VIII (C+S) into MSB IsoiUes (/) 

, . 1— 
x ML S 03 _ z 

CA 
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VOL F v u i  u fthw u .  TPqU.-. k, o '  • % .  /® 

tit's, u\h«- u|ttu M N !  ^ viH Miu 

fteougpy Rceou? 

4 l l l  S S O  8 - q b  1 4 3 7  7-01- 5 S 4 S  M « 9  (pfy g o - S  ( p )  

' f f l  S"3»0 q - H  T S ' S b  T R ' 5  b O O l  Z S - Z ( 2 ^  I T  

Z r S  f t )  & < H  S M I  4-T? 4 & 7 1  Ib-SYt^ 4-3 7 7  S i  

Z - S  t o 3 0  5-7°t S'ft, £ 4 1 ^  n * 3  (p*t} 1't 7 9  q o  

4 CU |Ccx. 

W \-2fA - 5 - 7 0  5-1S lb'7 r-o 

*v 0 * S | A  - & •  S 4  4 ' b 4  I b ' t  l - o  

0'4SJA. S b O  S - S 5  4 S S 4  A-t% 4 i 4 S  \b-%(&'$) 7-! 6 0  7 0  
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MKTHOIJ SHEET FOR PASTEURISE!) FVJII P! LOT-SCALE PRODUCT I ON TEST 

BATCH ZilT 
f.JV STObH p i t a s '  

DAY 1 

1. Tris extract (pH7.0) S %  yUA-1̂ , £ » 

2. Titrate slowly from 3~fl to b'  ̂  6.7 with 0.05N Hcl 

Use Ea vibromixer 

Volumeused ML's 

Total volume SOO ML's (Vj.) 

3. Zinc/heparin precipitation, pH6.7 

Use Ej vibromixer 

0.04ML, Heparin/ft(Vi) ML's 

333.3 ML's, 4mM ZnAc/£(Vi) S O L ML's add slowly. 

-Final pHj 0'Q'c> . 

4 .  Equilibrate 10 minutes R.T. with gentle mixing. 

5. Centrifuge .10 minutes R.T. 4000 rpm. 

Post-centrifugation, zinc-supernatant 0 ^ 0  £ (V* )* 

n- iT" ?x'^s 
6. Mixture of citrate and calcium chloride to 0.02M and Sso mM 

a )  41.7 MLS/£(V2) = 41.7 x £(V 2) = MLS 0.5M Citrate 

b) Ll<i MLS/£ V 2 )  « 1l<f x (V2) = 3-f MLS 0.5M Calcium 
-S'S S-S" Chloride. 

Mix 3 ' 4  MLS 0.5M CaC£, with % > " O m l S  0.5M Citrate 
^ t j 

Add slowly to (V2) use E2 vibromixer /}/)$}•$% p H  7®" 

I (j , Final volume U*?O £ * ^ f 

i^\}A + 0-3fK  OakcK 0"HCp. (  

7 .  dlarify\through a *NBP cartridge ' £ * ( ¥ 3 )  j \1 
'̂U-eretA 'A° pfc%et/—  v 

Addition of glyrao^ and sorbitol stabilisers 

a )  50 g/Jt(V3) = 5 0 " ^ ^  £(V 3) = g glycine. 

Add slowly mix with E2 vibromixer. 
Keep pH above 7.0 during glycine addition with IN NaOll and adjust 
to final pH 7.5. 

b) 1850 g/£(V3) » 1850 g x £(V 3) '» _ g  sorbitol 

Add over 30 minutes with stirrer at 70 rpm, INCREASE temperature 
GRADUALLY from +20°C 10 +40°C. 

Fill glycine/sorbitol VI[I (G+S) into MSE bottles 

x ML'S 
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