
Charge Variant(CV) and Subunit Analysis of Intact mAb

Streamlied Protocol（SOP）

Step I: Assay of Sample preparation

Preparation of Reagents： Glycoprotein: 10 ug/µL desalting mAb*50 µL

A1 10X Digestion Buffer（HLS PBS001): 50 mM PBS, 150 mM NaCl (pH 6.6)

A2 0.5 µg/µL  rIdeS or rIdeZ protease: Add 20 µg rIdeS or rIdeZ powder to 40 µL dd-water.

Item Operating Description Add Volume Reagents Facilities Time TEMP Remark

A-1 Add 10 µL 10 µg/µL desalted mAb sample into a 0.6 mL centrifuge tube. 10µL 10 µg/µL desalting mAb 0.6 mL centrifuge 
tube

Low-binding protein 
centrifuge tube

A-2 Add 5 µL 10X Digestion Buffer (HLS PBS001) 5 µL 10X Digestion Buffer

A-3 Add 31 µL dd-water and mix well. 31 µL dd-water

A-4 Add 4 µL 0.5 µg/µL rIdeS or rIdeZ protease solution and mix well. 4 µL 0.5 µg/µL rIdeS/rIdeZ protease

A-5 Incubate at 37 °C for 30 min. 30 min 37 °C 

A-6 The digested samples were analyzed by LC-UV, LC-FLR or LC-MS using mAB pH Gradient Buffer.

Step II:   HPLC Instrument Method for Intact Protein, CV and Subunit samples

Mobile Phase： Sample volume：50 µL

B-1 Mobile Phase A： 1X mAb pH Buffer A:  pH 5.5  

B-2 Mobile Phase B： 1X maB pH Buffer B,  pH 10.2

B-3 LC Column
Column 
TEMP. Detector Loading Volume Flow 

Rate
Insert 
Tube Needle Wash

B-4 SCX, 10 µm, 2.1 *250 mm  or 2.1*50 mm 30 °C UV280 nm; EX 280/EM 360 nm 4 µL 0.30 100 µL 100% MS Grade water

B-5

B-6 HPLC Gradient Setting Time (min) Flow Rate (mL/min) %A %B Curve

0.00 0.30 100 0 6

1.0 0.30 100 0 6

31.0 0.30 0 100 6

34.0 0.30 0 100 6

34.1 0.30 100 0 6

45.0 0.30 100 0 6
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