Quality test of —-EPO
biopharmaceutical using
IMSPR-proX & COOH chip
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Materials

. Instrument: IMSPR-pro
= Sensor chip: COOH-Au chip (PCCH1000),
Carboxyl Dextran-Au chip, 50nm (DCCH1050)

. Immobilization Reagent: Amine coupling kit
(ACK50)

. Immobilization buffer: Acetate buffer pH4.0
(AB40)

. Running buffer: 1xHBST (HB50)

. Regeneration buffer: 10 mM glycine pH 2.5
. Ligand: EPO-R

= Analyte: EPO

Procedure

Ligand Immobilization

@ Baseline: ¥ X< (Ligand

Reference channe)O| 9% 30 ul/min &=

O 520|¢ 1xHBSTE S2F0 QHEH

2l baseline2 &=Lt

& X 2ol Activation buffer (175 ul)2t EDC

8% (175 uh2 1112 23t 30 ul/min

ol R4 FYot = 1xHBSTE

52&¢F washing HCH

® EPO-R 10 ug/ml (in Acetate buffer pH 4.0)
300 ulE F=H|3}0] Ligand channel0 2t 10
ul/min22 152 FYe F 1xHBSTZ 5%
&2t washing 2L

@ Quenching buffer& 200 ul ZTH|3t0 &
Lol 30ul/minez 2850 ZSHE
1XHBSTZ 5&& ¢t washing 2tCt.

® ¥ X0 Glycine pH 1.58 200 ul =H|s}
o 30 ul/min2Z 2839 =&

1XHBSTE 30&0[|4 washingdto] 2Hd

AlZICE

channel,

ot

ot 4ot

Analyte binding

@ Ay Y A= Running  bufferdf
EPOE 3|M3l0] 1.56, 3.13, 6.25, 12.5, 25,
50, 100, 0 nM SE=2 ZtZ}f 200 ul¥ FH]
ot}

@ 1.56 nM EPOE 30 ul/min2Z 32 Fs!
2 1xHBSTE 61 &2t washing 2HCF

® 10mM glycine pH 2.5 842 10 ul/min2
2 30X FYSI0 regeneration®t F,
1XxHBSTE 6&a 2 QHISIA|ZICE
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Results

R1. Ligand 11%%} (COOH-Au chip)
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R2. Curve fitting: one to one binding
model (COOH-Au chip)
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R4. Curve fitting: one to one binding

model (Carboxyl Dextran-Au chip)
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Results summary

T1. Kinetic Evaluation
(COOH-Au chip)
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Contents Value
Immobilization Level 1058 RU
Rimax 62.24 RU
K, (Association rate, 1/M*s) 7.26 x 10°
Kq4 (Dissociation rate, 1/s) 1.82 x 103
Ko (Affinity) 2.50 x10° M
Chi? 10.07
T2. Kinetic Evaluation

(Carboxyl Dextran-Au chip)

Contents Value
Immobilization Level 830 RU

Rmax 115.46 RU
K, (Association rate, 1/M*s) 6.79 x 10°
K4 (Dissociation rate, 1/s) 1.47 x 103
Kp (Affinity) 217 x10° M

Chi? 18.81
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