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«  Agilent 1260 Infinity Il Bio-inert
Multisampler, A|= H2Zt7| 5
multi-wash Z2(G5668A)

+  Agilent 1260 Infinity Il Ct= Z&H
25 XF A, bio-inert heat
exchanger L2HG7116A)

+  Agilent 1260 Infinity Il C}0| 2=
of2{|o] AZE7| WR, bio-inert BZ
SE M x3HGT7115A)

« Agilent 1260 Infinity Bio-SEC Ct&
HET| AMAH(G7805AA)

+  Agilent AdvanceBio SEC 300A,
7.8 x 150mm, 2.7um ZH
(p/n PL1180-3301) &=

*  Agilent AdvanceBio SEC,
2.7um 300A 7.8 x 300mm Z&
(p/n PL1180-5301)

717| =A
Mobile phase 1 &=
Flow rate 0.8mL/min

Temperature  25°C

Injection 1~ 25pL(A 2 S0l ZH2E)
Detection 220nm, 280nm, LS 90°, and DLS
Samples Rituximab innovator,

rituximab biosimilar 2! BSA
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150mM Sodium phosphate

*  10mM Sodium phosphate +
140mM NaCl(MZ CHE pH
ZZ10| M PBSE Ol =2l|0| M)

*  100mM Sodium phosphate +
150mM NaCl

Zt 0|SAS pH 6.2, 6.6, 7.0 & 7.4011 M
HAEMSLICH
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Ol2{st ZZE rituximabl| AL A|Z,
rituximab HFO| @ A|Z2] A|Z Bl A2

BSA A HE 2o E(7|7| HdES
2t 10mg/mL EAH)S 245t7] [l
A EEIRASLIC

Agilent AdvanceBio SEC 300A 150 x
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User-specified parameters

Software-calculated parameters

Buffer ~ NaCl Total conc.

Experiment (mM) (mM) (mM) %B %C %D
1 6.2 150 0 150 250 0.0 570 18.0
2 6.6 150 0 150 250 0.0 423 327
3 7.0 150 0 150 250 0.0 26.3 487
4 74 150 0 150 250 0.0 138 61.2
5 74 10 140 150 67.0 280 09 4.1
6 7.0 10 140 150 670 280 1.8 32
7 6.6 10 140 150 670 280 29 2.1
8 6.2 10 140 150 670 280 39 1.1
9 6.2 100 150 250 200 300 363 137
10 6.6 100 150 250 200 300 261 239
1 7.0 100 150 250 200 300 156 344
12 14 100 150 250 200 300 78 422
A = Water

B =500mM NaCl

C =200mM NaH,PO,
D =200mM Na,HPO,
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1,200

1,100 A
1'000 —— 150 mM Sodium phosphate, 0 mM NaCl, pH 6.2
o '900 —— 150 mM Sodium phosphate, 0 mM NaCl, pH 6.6
E ~— 150 mM Sodium phosphate, 0 mM NaCl, pH 7.0
3 300 —— 150 mM Sodium phosphate, 0 mM NaCl, pH 7.4
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Time (min)
1,100 B
1,000 —— 10 mM Sodium phosphate, 140 mM NaCl, pH 6.2
900 —— 10 mM Sodium phosphate, 140 mM NaCl, pH 6.6
= 800 ~ 10 mM Sodium phosphate, 140 mM NaCl, pH 7.0
E 200 10 mM Sodium phosphate, 140 mM NaCl, pH 7.4
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S 400
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1,100 ¢

1,000 —— 100 mM Sodium phosphate,
= 900 ~— 100 mM Sodium phosphate,
E 800 ~— 100 mM Sodium phosphate,
§ 700 —— 100 mM Sodium phosphate,
§ 600
g 500
£ 400
£ 300
= 200
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0 y, -

75 8.0 85

, 150 mM NaCl, pH 6.2
, 150 mM NaCl, pH 6.6
, 150 mM NaCl, pH 7.0
, 150 mM NaCl, pH 7.4
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Detector response (mV)

—— 150 mM Sodium phosphate, 0 mM NaCl, pH 6.2
~— 150 mM Sodium phosphate, 0 mM NaCl, pH 6.6
~— 150 mM Sodium phosphate, 0 mM NaCl, pH 7.0
—— 150 mM Sodium phosphate, 0 mM NaCl, pH 7.4
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—— 10 mM Sodium phosphate, 140 mM NaCl, pH 6.2
—— 10 mM Sodium phosphate, 140 mM NaCl, pH 6.6
~ 10 mM Sodium phosphate, 140 mM NaCl, pH 7.0
10 mM Sodium phosphate, 140 mM NaCl, pH 7.4
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—— 100 mM Sodium phosphate, 150 mM NaCl, pH 6.2
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Rituxumab originator
130 pH 7.0, MW 147.1 kD
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