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Fermentation Process for Arginase I

Step Frocess Operation
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AT, shaking

i
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Production Fermentation:
160 Hrer fermentor
Growth medium, 36-38%C
pH 70-T4
Agitation and asration
Concentrated growth medham feed

4 PTG Induction of Arginase |
Concentrated growth medium feed
Temperature adjustment
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Y Harvest and Separate cells breentrifugation
Store in cell sturry polvesrbonate containers

‘\:e“

& Process or freeze vell paste £-60°C

FIG. 2
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Overview of Co-Arginase I Purification Process

Step Process Operation
1 Cell slurry thaw and ressuspension

inko 25 mM HEPES

¥
2 Cell disruption by high pressure homogenization
Two passes
\i,.
3 Centrifugation and Sltration to remove celf debris
\E’
4 Catlon exchange capture chromatography
High salt elution to provide first protein product
5 Arginase | cobait loading
10mM Colly
N
& Herafiltration/ diafiftration 1
Bufferexchange 1 imto 25mM HEPES, 0.1M Natl Buffer
exchange 2 into 50mM Tris, pH 8.4
7 Anion Exchange Row-thru chromatography to
provide second protein product
8 Capto MMC Mived mode capture chromatography
High salt elution to provide third protein product
g Ultrafittestion/diafiltration 2 3
Bufffer exchange 1 into 20mM Sodium Phosphate,
S0mM Nall, LS% Glycerdd, pH 7 4 and concentrate
Buffer exchange 2 into €. 1M sodium phosphate, pH 8.4
and concentrate

FIG. 3(a)
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Overview of Co-Arginase I Purification Process

Step

Process Operation
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Addition solid methoxy PEG suceinimidyl
carboxymethyl ester (MW S000) and incubation
pH 8.4

i

W

11

Ulirafilivationddiadiltvation 4

Buffer exchange into 20mM Sodium Phosphate,
S0mM NaCl, 1.5% Glycerel, pH 7.4 and diluie to
target concentration

12 Filtration of Co-Argl-PEG drog substavee, fill in
SL polyvearbonate bottles, and freeze at
OO0
13 Release test dhrug substance

FIG. 3(b)
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Time dependent
Improvements in GMFM-E

Time dependent
Improvements in GMFM-D

Time dependent
Improvements in 6 MWT
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