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1) Protein A - Desalting

%54 Protein A, 1 mL TifE:
% 00: Desalting (7 Tl £h #3950, 10 mL ekt
FEER
alifk IR | Protein A - Desalting
2#— — Protein A
Buffer A— Vi 25 mM PB, 150mM NaCl, pH 7.4
Buffer B — JEJI K 100mM citrate, pH 3.5
Buffer C — NaOH 0.1 M NaOH
FEfh i 10 mL CHO St B3, I 1.0 mg/mL
% —2F - Desalting
Buffer D — P45 25 mM PB, pH 7.4
JE R I R 0 -
Step 1 _ Step2
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FEIZILREH, Protein A (VL 0 AT ER, MORAE RGN ELHE EREREARAE, WD EH a2, N
[IF TN &
160 4 SE-HPLC
140 A
120
100
30 4 96.5% monomer
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o] . .__MJK_

il 5 10 15 20 25
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Ag80nm (MAU)

IR ZE SE-HPLC farilll,  Fkaliie sy 96.5%, A EAH]FHe W I .

FRICE

PR 3.7 mg/mL
Jr e 9.92 mg
LiRENT Ty 96.5%
R 3.2%

2) IMAC - Desalting

v

b

£ IMAC, 1 mL Tt Chelate (Cu™)
a1k

520 Desalting (/3 Tl #h #3960, 10 mL FiZEkt:

e
R i
AR
alifl DB IMAC - Desalting
B—F - IMAC
Buffer A— 5 25 mM PB, 0.5 M NaCl, 10 mM imidazole, pH
7.5
Buffer B — LI 25mM PB, 0.5M NaCl, 0.5 M imidazole, pH
7.5
Buffer C — NaOH 0.1 M NaOH
Bt I 5 mL E. coli BL21(DE3)4H ik, 1 ft ik
20 kDa His6-UCB9 (¥ 0.5 mg/mL)
% =25 - Desalting
Buffer D — “P#i 1x PBS, pH 7.4
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4000 + Final product r 1600
Transfer to Elution
3500 desalting column buffer I 1400
= ~
5 3000 n - 1200 ¢
S i S
£ 2500 i L 1000 »
E P g
S 2000 i - 800
[N 3
< i =
- 1500 [ - F 600 3
5 P :
IMAC ! | -
1000 ! ' 400
Elution i cp :n
]
500 | \ | ! V| 200
] 1}
! —“-"I
0 T T T T 0
15 20 25 30
Time (min)
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SDS-PAGE _ SE-HPLC
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47 4t SDS-PAGE M SE-HPLC #:l, FRARZESE A 98.1%, w] B4 H T 1Le s R o

SRILA

PR 1.1 mg/mL
s 2.3mg
LiRENTS Ty 98.1%
RS 1 1.9%

3) Protein A - CIEX - Desalting

%54 Protein A, 1 mL TifE

4 CIEX, 5mL fidt: (SP)

% =20 Desalting (4>l £h#4), 10 mL Fiiekt

THERER

alifl P IR ‘ Protein A - CIEX - Desalting

H/— - Protein A

Buffer A— P45 25 mM PB, 150mM NaCl, pH 7.0

Buffer B — LI 100mM citrate, pH 3.5

Buffer C — NaOH 0.1 M NaOH

FEdh W 10 mL CHO ¥t By, ¥ 1.0 mg/mL
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- - CIEX
Buffer D- Vi 25 mM PB, pH 6.0
Buffer E — ¥Eiii 25 mM PB, 0.5 M NaCl, pH 6.0
Buffer C — NaOH 0.1 M NaOH
$#=J - Desalting
Buffer F — P 25 mM PB, pH 7.0
JE AT R ] 1 -
Step 1 _ Step 2 _ Step3
i Transfer to desaltingy 5 i
>
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column ;‘
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FEIZILFET, Protein A [RUERUZL /0 2l AELeMiRe, L3 EAES CIEX RN, CIEX BEATZ VLML, JFRRE
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77 W4 SE-HPLC Rrill, 2ER2 =ik 99.5%, — 2R & AU 0.5%, LU Protein A - Desalting #3452 24T i
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PR 0.91 mg/mL
P 6.7 mg
FARS R 99.5%
RAEME 0.5%

4) HER (HT) ANA

Richard Weldon %5 T #£ifKs Discovery REHAMEH 35 M T T EAE, BRI AA0 24T ) =i s 2hifk

M. @il Discovery Wizard, FAEAN N L EAEARL, FISAEE S e iie, BInseol el & 3 shib k.

H&E

Richard Weldon %5 T.FJifi >k /1] Protein A - CIEX - Desalting [f] 25, &F ¢ _EFE 10 mL 5t _EiE#(1.0 mg/mL),
FER= 501 =65 mgo. FAANFESL 2L FERT 2 74 min, 7E 24 h alifk 208 19 AN T o HLiZ a5 7 )2
PTREREVEIR T . ZRGFFEHEIT 5 K, AL AE i B0 =L 91 /.

Activity Number;:;gunﬂed System run time
Working day 3-step purifications 19 24h
- incl. overnight purifications
Working w.eek incl. column washes 91 112 h
(Monday-Friday)
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