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et NaN:

YMC-BioPro QA-F

5 um, 30 X 4.6 mml.D.
MAb

2.5 MPa

v ‘ : : ‘ ‘ POBQZZOA ‘
0 4 8 12 16 min
] A%t (non-porous DEAE type)
mA 2.5 um, 35 X 4.6 mml.D.
4

NaNs:

‘ ‘ ‘ ‘ ‘ P08(?219A ‘
0 4 8 12 16 min
B#t (non-porous Q type)
mAU NaN-: 3 um, 50 X 4.6 mmlI.D.
MADb
4
21 5.9 MPa
ol ]
‘TA“‘“i”'“““" ‘ ‘ ‘ ___P080220B
0 4 8 12 16 min

MADb : Mouse monoclonal IgG1

(Anti-human

IgG4, Purified by DEAE

chromatography, containing NaN,)

Eluent :A) 20 mM Tris-HCI (pH 8.1)
B) 20 mM Tris-HCI (pH 8.1) containing 0.5 M NacCl
10-25%B (0-18 min)
Flow rate : 1.0 mL/min
Temperature : 25°C
Detection : UV at 220 nm
Injection 210 pL (0.1 mg/mL)
Sample : Monoclonal mouse 1gG1
(Purified by DEAE chromatography, containing NaNs)
YMC-BioPro QA-FTI&%E L\ #TEEfE T
BN REOHBNEONET,
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30 mm-length column YMC-BioPro QA-F 155 mm-length column

mAUT  MAD Lot. A - mAU  MAD Lot. A

31 37 MAb

2 2

) X MV\/V\\
0 1 ]

P080220A P080424A
0 2 4 6 8 10 12 14 min 0 10 20 30 40 min

- - MAb
mAU

MAD Lot. B mAU MAD Lot. B ,—l
4 41

Awkd =

o
‘ ‘ ‘ P0804‘117A ‘ \ ‘ ‘ \ ‘ ' P089424B
8 10 12 14 min 0 10 20 30 40 min
DEAEY AR k557 4 TREINHEMADICDWTRER v AR
Fo () BH5HED%. 30 mmE &£100 mMmMEDEHY A1 XDOYMC-BioPro QA-F T
10 e THLTLWET, £/ IS LTHEOD Y FEAEH LN, 100
T mMMEH 5 L TIEE Y SHMASRATEETT .,

MADb : Mouse monoclonal IgG1 (Anti-human 1gG4)
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MADb : Mouse monoclonal IgG1

(Anti-human 19gG4, Purified by DEAE chromatography, containing NaN,)

Non-Porous type YMC-BioPro QA-F
S um, 100 X 4.6 mml.D.

, NaN,
mAU ﬂ
4
MAD
3 | |
2 ]
1 J JJ\/W/\/\/\\
0]
P080424A
0 10 20 30 40 min
Eluent 2 A) 20 mM Tris-HCI (pH 8.1)
B) 20 mM Tris-HCI (pH 8.1) containing 0.5 M NaCl
10-25%B (0-60 min)
Flow rate 1.0 mL/min
Temperature : 25°C
Detection 1 UV at 220 nm
Injection 214 ul

Non-porous type YMC-BioPro SP-F

S5 um, 100 X 4.6 mml.D.

mAU ]
] MADb
6 NaN3 |
4
2 4
0
V110203B
0 4 8 12 16 min
Eluent : A) 20 mM MES-NaOH (pH 5.6) containing 30 mM NacCl
B) 20 mM MES-NaOH (pH 5.6) containing 180 mM NacCl
20-40%B (0-20 min)
Flow rate : 180 cm/hr (0.5 mL/min)
Temperature : 30°C
Detection : UV at 280 nm
Injection 110 pL (2 mg/mL)

YMC-BioProld587 =4 > 3&#h 5 LQA-F. 38 hFA XD S LSP-F& 12 MADRDHIZEXITY,
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MADb : Mouse monoclonal IgG1
(Anti-human 1gG4, Purified by DEAE chromatography, containing NaN,)

YMC-BioPro SP-F
5 um, 100 X 4.6 mml.D.

mAU ] MAb
6. NaNs3
i | | B hF A X H#H S5 LYMC-BioPro SP-F Tl&,
4 e — _
f MRBHDFAORBASLEY LREOSHTE
g M TEAREEDH BN B ONET .
0 V110203B
0 10 20 | 30 min
™Y1 Competitor WCX column MADb
7 10 pm, 250 X 4.0 mmI.D.
e
= NaNs
1
0 ‘ ‘ ‘ ‘ ‘ V1102150
0 10 20 30 min
Eluent : A) 20 MM MES-NaOH (pH 5.6) containing 30 mM NacCl
B) 20 mM MES-NaOH (pH 5.6) containing 180 mM NacCl
20-80%B (0-60 min)
Flow rate : 180 cm/hr (0.378 mL/min)
Temperature :30°C
Detection :UV at 280 nm
Injection 210 pL (1 mg/mL)
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MADb : Humanized monoclonal IgG1

YMC-BioPro SP-F 5 um, 100 X 4.6 mmI.D.

Competitor WCX column 10 pm, 250 X 4.0 mml|.D.

NaCl slope mAU mAU
mAU {R 22.1 min 8 mAU 5 8
] tR 38.5 min
30 4 307 4
2.0 mM/min  5q 20
“ l ] 0
10 0 ———— 10 .
12 16 20 24  30min 4 42 4emin
0 Viioozn ‘ ‘ ‘ J 0 viiossae : : : : : ‘
0 10 20 30min 0 10 20 30 40 50 min
mAU mAU
4 Bl
mAU {R 36.0 min mAU 4
20 3 201 tR 64.0 min
2
. 9 2
1.0 mM/min 5 " 15 ‘
10 , 101
0
. ] . 5 " ; :
_,JJU \«k 40 50min A 50 60 70 80 min
0 Vitoie ‘ 0 wiztozr : ;
0 10 20 40 50 60 min 0 60 80 min
mAU mAU
3 3
mAU R 60.0 min mAU; 5 _
12 2 12 tR 118.2 min
0.5 mM/min 8 1 8 1 1
4 0 4 0
30 40 50 60 70 80 min ] 90 130 min
0 {'vitozmE ‘ ‘ ‘ ‘ 0 Vi : : : : ; : : .
0 20 40 60 80 min 0 20 40 60 80 100 120 140 min
Elvent : @333 mm mggmagﬂ Epﬂ 2'2; 0.2 M NaCl i B B2
m -NaOH (pH 5.6) containing 0. a - - _ \ S Al —
Initial gradiient conc.  :35% B (70 mM NaCl) ) ) SCX (YMC BIOPrO SP F) &WCX (Fﬁ'ﬁnn)lhol' —C‘ pH SGTO)E‘I
'(:Slgavtvjl:;tzlope i;AE)Béqu/r;"(z mM NacCl/min), 0.5%B (1 mM NaCl/min), 0.25%B (0.5 mM NaCl/min) 0) 7 5 T s/ I~ %14-_ —G MAbéj\ﬁﬁ % tt iﬁ L —C L \ 3-:- -g— o NaCI 0) /‘Lg EE ‘i{&
(0.5 mL/min for 100 X 4.6 mml.D., 0.378 mL/min for 250 X 4.0 mmlI.D.) N =+ - B - = — Jig
Temperature :30°C L\ﬁb\ﬁﬁﬁﬂt¥—c-§_o YMC-BIOPI’O SP'F —G[is L‘?h@%ﬁ:kﬁt‘
Detection 1 UV at 280 nm
Sample : MAb (Humanized mononlonal 1gG 1) (1 mg/ mL) —C :B MAb ﬁj\%ﬁliwcx (FEIEJEFII:II:I) J: LJ _-E’ Ey?-t;j— o 7
Injection 110 ub
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MADb : Humanized monoclonal IgG1

YMC-BioPro SP-F 5 um, 100 X 4.6 mmI.D.

Competitor WCX column 10 pm, 250 X 4.0 mmI.D.

NaCl slope |mau ; mau tR 22.1 min mMAU 7 MAU _
] 8 ] 8 tR 24.5 min
30 | 30 ]
il 4 | 4
. 1 20 1
2.0 mM/min 20
101 © 10 | 0 ‘
1 12 E 12 16 20 @ 24 28 min
0| 0 N
V110223A V1102258 ‘ ‘ : : :
0 mn 0 10 20 min
T AU ] AU
mAUy tR 36.0 min maUy R 364 m
20 201 t 4 min
3
151 151,
1.0 mM/min 101 1 101
0 0 w
5] 51 -
20 20 30 40 min
O V110221E . . . . ) 0 V110225C‘ ; ; . . . . . . )
0 10 20 40 min 0 10 20 30 40 min
] mAU7] mAU
MAU 1 mau {R 60.0 min _
121 121 tR 55.7 min
2 2
. ] 81 1
0.5 mM/min 1 ]
41 0 41 0 - ——
] 30 40 50 60 ko  min ] 30 40 50 60  jro——min
O Tvi110221F . . . . 0 ] V110225D . -
0 20 40 60 min 0 20 40 m|n
Eluent - A)20 MM MES-NaOH (pH 5.6) Eluent : A)20 MM MES-NaOH (pH 5.6)

Initial gradiient conc.

Gradint slope
Flow rate
Temperature
Detection
Sample
Injection

B)20 mM MES-NaOH (pH 5.6) containing 0.2 M NaCl

: 35% B (70 mM NacCl)

: 1%B/min (2 mM NaCl/min), 0.5%B (1 mM NaCl/min), 0.25%B (0.5 mM NaCl/min)
: 180 cm/hr (0.5 mL/min for 100 X 4.6 mml.D.)

:30°C

1 UV at 280 nm

: MAb (Humanized monoclonal IgG1) (1 mg/ mL)

110 uL

Gradint slope
Flow rate
Temperature
Detection
Sample
Injection

Initial gradiient conc.

: 50% B (100 mM NacCl)

: 1%B/min (2 mM NaCl/min), 0.5%B (1 mM NaCl/min), 0.25%B (0.5 mM NaCl/min)
: 180 cm/hr (0.378 mL/min for 250 X 4.0 mml.D.)

130°C

1 UV at 280 nm

: MADb (IgG1) (1 mg/ mL)

110 pL

B)20 mM MES-NaOH (pH 5.6) containing 0.2 M NaCl
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MAD : Humanized monoclonal IgG1

YMC-BioPro SP-F 5 um, 100 X 4.6 mmlI.D. Competitor WCX column 10 um, 250 X 4.0 mmlI.D.
mAU mAU
251 pH 5.6 tR 36.0 min 25 pH 56
20 | : 201 i tR 64.0 min
15 1 151
10 1 107
57 51
0 Tvitozaie O {viitzzar ‘ ‘ : : : : : ;
0 10 20 30 40 50 60 min 0 20 40 60 80 min
mAU mAU
257 . 25
tR 18.1 min .
tR 40.8 min
| | PHB.2 o | PH6.2
151 15
10 1 10
51 5
01 Vitozzia ‘ ‘ ‘ ‘ ‘ 0 Naiozzas ‘ ‘ ‘ ‘ ‘ ‘
0 10 20 30 min 0 20 40 60 min
Eluent : A)20 mM MES-NaOH (pH 5.6 or 6.2)

B)20 mM MES-NaOH (pH 5.6 or 6.2) containing 0.2 M NaCl
Initial gradiient conc. : 35% B (70 mM NacCl)
Gradint slope 1 0.5%B (1 mM NaCl/min)
Flow rate : 180 cm/hr

(0.5 mL/min for 100 X 4.6 mml.D.)

(0.378 mL/min for 250 X 4.0 mml.D.)

Temperature :30°C
Detection : UV at 280 nm
Sample : MAb (Humanized monoclonal 1I9G1), (1 mg / mL)

Injection 110 puL
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SEC YMC-Pack Diol-200 5 um, 300 X 4.6 mml.D.

MAU]
NaNs:
20, MAb
Eluent : 0.1 M KH:PO4-K:HPOQO. (pH 7.0)
307 Flow rate :0.17 mL/min
Temperature : ambient (25°C)
201 Detection 1 UV at 220 nm
Injection 210 pLb
10- Sample : a commercially available mouse monoclonal IgG1 (0.05 mg/mL)
(purified by DEAE chromatography, containing NaN,)
0
P080530A
0 5 10 15 20 25 min
IEC YMC-BioPro QA-F 5 um, 30 X 4.6 mml.D.
mAU ] W
51 NaNs

MAb Eluent :A) 20 mM Tris-HCI (pH 8.1)

4 1 B) 20 mM Tris-HCI (pH 8.1) containing 0.5 M NaCl
10-25%B (0-18 min)

31 Flowrate  : 1.0 mL/min

Temperature : 25°C

2 Detection 1 UV at 220 nm
11 Injection 110 puL
Sample : a commercially available mouse monoclonal IgG1 (0.1 mg/mL)
01 (purified by DEAE chromatography, containing NaNs)
‘ ‘ ‘ ‘ ‘ ‘ ‘ P‘OSOZZOA‘_ ¥MAb = Mouse monoclonal IgG1 (Anti-human IgG4)
0 2 4 6 8 10 12 14 16 min

DEAEFERZDMAD (I9G) [F. ¥4 AR TRIFEFE-—GE—VI, 1 F XTI
TAVI+—LITHRT HEZZAONDEHRDE—VICHEELTVEYS,

10
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SEC YMC-Pack Diol-200 5 pm, 300 X 8.0 mml.D.
mAU IgG Fc fragment
60 —
19G
Eluent : 0.1 M KH2PO4-K2HPO4 (pH 6.9)
containing 0.2 M NaCl
40 Flowrate  :1.0 mL/min
Temperature : ambient (27°C)
20 Detection 1 UV at 220 nm
Injection ;5 uL (0.5 mg/mL)
0
R080623D
0 5 10 15 min
Eluent : A) water / TFA (100/0.1)
RP YMC-Pack C4 (30 nm) 5 um, 150 X 4.6 mmI.D. B) acetonitrile / TFA (100/0.1)
25-45%B (0-40 min)
1aG Fc fragment Flow rate :1.0 mL/min
mAU g g Temperature : 37°C
Detection : UV at 220 nm
30 Injection 25 pl (1.0 mg/mL)
20 - IgGEZED T ST AV PDELSITHF
EICENH DY L TILTIEY 1 XHk
10 - NEMTY,

WHTIXIGGCT7 ST A > FDOE R HEEE
0 DA EIEETT,

T T T 1
0 10 20 30 min 11




