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Produced from Yeast Culture Medium
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The monellin, a sweel-laste protein, was expréssed and secreted In Saccharomyvees cersvisige. The Secreted menelin was
concentrated using an ulrafitration membrang with a nommal molecular weight cut off of 3,000 or by ammonium sulfate
precpitaton. The monelin wes purified by G-25 ool flraton chromatography, followed oy OW-Sepharose 1on exchange
chromatography. The punfied monelin was characterized by SDS-PAGE (SDS-Polyacrylamide Gel Elsctrophoresis) and HPLC.
The molecular weight of monellin was found to bz 10,700 dalton, and its purlty was cver 85%.
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Figure 1. Time course of fermentalion ; 100mL of lew broth
ransferred o 251 YPD fermentation medwm ; 500mL of
50% glucose fed to the 23L medium during 8-48 hrs .
fermentation condinons © T=30C, rpm=200, air [low rate=1lvvm
. SDS-PAGE of fermentation samples al 28, 48 and 56 hr is
shown.
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Figure 2. Gel filtration chromatograms of concentrated
samples ; A
ahen ; B :

concentration by ammonium sulfate precipit-
concentraticn by ullratiller ; major peaks conlain
monellin protein as shown above as numbers 7 and 8
[ollowmg peaks after major peak correspond to coloring
material from [lermentation medium ; purification condilions
D column=25 em ¥ 40 em ; flow rate=60 mL/hr.
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Figure 3 Jon exchange chromatogram of sample ohtamed
from gel filtration chromatography , purification conditons
*oolum=ls em % 20 om , flow rale=G0 mlhr ;) elubion buffer
=20 mM pH7.4 phosphate buffer with 0.25M NaCl
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Flgure 4. SDS-PAGE of purification step samples @ lane 1
. molecular weight marker ; lane 2 © monellin standard
{Img/mL) ; lane 3 . monellin fraction [rom CM-Sepharose
chromatography ; lane 4 :

lane 5 ° culture mediam.
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Figure b. Reverse phase HPLC chromatogram ol [nal mo-
nellin sample ; column . Biorad RP 318 . [ow rate ' 1mL/
min ; gradent condition © solvent A = dislilled waler with
0.05% TFA, solvent B = acetomtnle with 0.05%6 TFA, linear
gradient from 2026 B to 100% B for 45 mn
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Figure €. Ion exchange HPLC chromatogram of [inal monellin

sample ; column » SP-5PW ; flow rate . lmL/min.
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Ingure 7. Gel filtration HPLC chromatogram of final monellin
sample » column © Proteinpak 125 ; flow rate * 08 mL/min
; solvent @ 10 mM Tns buffer(pH=7).
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