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BATCHL 7T

DAY

I.  Tris extract (pli7.0) BOmL - ¢ &

2.  Titrate slowly from 7O o b7

6.7 with 0.05N Hcl

Use E» vibromixer

Volumeused -~  ML's

Total volume €30 ML's (V)

3.  Zinc/heparin precipitation, pH6.7

Use E: vibromixer
~= Q- 04ML; - Hepar tn/E6¥1) Mzt

)7 e g”""w

333.3 ML's, 4mM ZnAc/R(V,) R77 ML's add slowly.
Final pH, b7

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

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

Post—centrifugation, zinc-supernatant aa 0

a)
b)

ﬁdjﬁ?’@} )
7. -Glarify-through-a-NBP-cartridge —mmmmo.

’ mE (V2 )

25

Mixture of citrate and calcium chloride to 0.02M and(&qsme

i

41.7 MLS/9(V,) = 41.7 xse. 2(V,) kg« MLS 0.5M Citrate

11.1 MLS/% V,) T xaw,4(V,) = 4% MLS 0.5M Calcium
s-09 Chloride.

Mix 40U MLS 0.5M CaCg, with 49 MLS 0.5M Citrate

Add slowly to (V2) use E2 vibromixer

Final volume §§i§52~£ o

i

It

53 7 . -, .
aped 04 ;Z litn 2420w CL&?;?J.:‘;,&{; A rect 1w
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Qms"\f\f\-)&"
Brhdditton st gIyEIHE EHY SHPBTEET ETEBTITSerE”

a) 50 g/&8(Vs) = 50 g x (V) = g glycine.
Add slowly mix with E; vibromixer.
Keep pH above 7.0 during glycine addition with IN NaOH and adjust
to final pH.7.5.

b 1850 g/R(Vy) = 1850 g x 2{Vy) = g sorbitol
Add over 30 minutes with stirrer at 70 rpm. INCREASE temperature
GRADUALLY from +20%C 1o +A0U%C.

Fill glycine/sorbitol VI (G+8) inte MSE bottles
x ME'S
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METHOD SUERT FOR PASTEURISED FVILT PILOT-SCALE PRODUCTION TEST

by So0L9 R.1AR 88

2

BATCH )

DAY

i.

1

Tris extract {(pli7.0) £2% ’W‘“’{& g *

Titrate slowly from +¢| to Q'hy 6.7 with 0.05N Hcl

Use E; vibromixer
Volumeused ML's
Total volume SO ML's (V)

Zinc/heparin precipitation, pH6.7

Use E; vibromixer

0.04ML, Heparin/&(V,) - ML's

333.3 ML's, 4mM ZoAc/R(V,) D7 ML's add slowly.

. PINRY g
-Final pH; T

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

5.

Centrifuge 10 minutes R.T. 4000 rpm.
Post-centrifugation, zinc-supernatant LEQ L(v2)* (};2(?

o
L€

e
Mixture of citrate and calcium chloride to 0.02M aad/ﬁvﬁamM
a)  41.7 MLS/8(V,) 41.7 x (V) = ®&*§ MLS 0.5M Citrate

4
[

b) LA MS/e vy = LT x (V) = _3:$MLS 0.5M Calcium
L = S Chloride.

Mix ¥ 4MLS 0.5M CaCg, with AL OUMLS 0.5M Citrate
Add slowly to (V2) use E2 vibromixer
! Flnal volume Lf?CB g
&{,Jjwb Dusly PR+ 0 a{ CULLA {}ﬂgc vy
Clarxfy\\?rough a NBP cartridge *(Vg)

: il beve k00 i P P,
Addition of 81yc~ng\§fd sorbltol{ifaﬁillsers

a) S50 g/R(V3) = 50 @wx fx“ (V) = g glycine.
w.c

Add slowly mix with’ Lz vzbrom1xer
Keep pH above 7.0 during gi)Clne addltlon with IN NaOH and adjust

to final pH 7.5.

b) 1850 g/&(Vy) = 1850 g x 2(\/3) - g sorbitol
Add over 30 minutes with stirrer at 70 rpm. INCREASE temperature
GRADUALLY from +20°C 1o +40°C.
Fill glycine/sorbitel VI (G4S) into MSE bottles

X ML'S
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