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FIG. 3A
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FIG. 6A
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FIG. 7
1. CLONE GENE OF INTEREST-CBD PREFERRED VECTOR: pGBN1E {pKLACY)
FUSTON INTO A K. lactis INTEGRATIVE  OTHER VECTORS: pGBS1, p6BS2, p6BS3, pGBN1 10
ESPRESSION VECTOR pGBN!S SERIES

2. TRANSFORK K. lactis HOST CELLS PREFERRED HOSTS: 66739, 66733 Actsi
OTHER HOSTS: K. lactis (852353, K. lactis (BS683

3. GROK CELLS FOR SECRETED PREFERRED GROKTH HEDIUM:
PRODUCTION OF PROTEIN YPGal MEDIUM (13 YEAST EXTRACT, 25 PEPTONE, 2%
0 GALACTOSE)
38. GRO CELLS FOR CYTOSOLIC OTHER HEDIA:
PRODUCTION OF PROTEIN YPD MEDTUM (1% YEAST EXTRACT, 2% PEPTONE, 2%
DEXTROSE)
4A. PURTFICATION OF SECRETED 18. PURIFICATION OF CYTOSOLIC
CB)-TAGGED PROTEINS CBD-TAGEED PROTEINS
4.1 HARVEST SPENT  OPTIONS: 18.1 HARVEST CELLS OPTIONS:
CULTURE MEDIUM BY  CENTRIFUGATION, FILTRA- CENTAIFUGATION, FILTAA-
REMOVING CELLS TION, ALLOK T0 SETILE TION, ALLOW T0 SETILE

18.2 CREATE CELL LYSATE  OPTIONS:
MECHANICAL BREAKAGE,
SONICATION, FREEZE-
FRACTURING, ENZYMATIC
DIGESTION OF CELL WAL,
DIFFERENTIAL PRESSUFE,
CHEMTCAL EXTRACTION
le.g. YPER™ REAGENT)

———

3. TMMOBILIZE CBD-TAGGED OPTIONS:

PROTEIN ON CHITIN CHITIN BEADS, MAGNETIC CHITIN BEADS, COLLOIDAL
CHITIN, ENVIRONMENTAL CHITIN, CHITIN MEMBRANES,
CHITIN COATED SUBSTRATES le.q. MICROTITER DISHES
ETC.), CHITIN CHROMATOGRAPHY RESINS (CHITIN
COATED POROS® PERFUSION CHROMATOGRAPHY ™

MEDIA PARTICLES) .
6. DISSOCIATE CBD-TAGGED OPTIONS :
PROTEIN FAOM CHITIN NaOH
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FIG. 10A FIG. 108
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FIG. 11A

ot A
oo S

FIG. 11B

® B ©)
—~[00—=00 —= —= —= — [|—

SUBSTITUTE SHEET (RULE 26)



WO 2006/041849 PCT/US2005/035697

12/13

A wmy dade —  Gluc-CBD

SUBSTITUTE SHEET (RULE 26)



WO 2006/041849 PCT/US2005/035697

13/13

FIG. 13
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