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Why do average DAR for cysteine conjugates use Reversed Phase HPLC?

Average DAR is a critical quality attribute for Antibody-Drug Conjugate (ADC), as it gives indications
of toxicity, efficacy, and pharmacokinetics." As such, DAR is determined very early, even during early
development research.

Although Hydrophobic Interaction Chromatography (HIC) might give both average DAR and drug dis-
tribution, this approach requires rather extensive mobile phase optimization and method development,
and might be more appropriate further downstream of drug development. Another option to assess DAR
for cysteine conjugates is Native MS. Although this approach gives assessment of drug distribution and
DAR, it requires a high-resolution instrument such as a Time-of-Flight (TOF)-MS, not to mention expertise
in large molecule MS.

Given the above challenges, reversed phase HPLC is a preferred route for average DAR. This approach
can be done with cysteine conjugates simply by fully reducing the protein and summing together the total
peak areas for conjugated heavy and light chains, as indicated below. With optimized conditions, there

is also partial separation of different positional isomers, though again, drug distribution would need to be
assessed with an orthogonal method.

Average DAR (Trastuzumab mc-PAB-MMAF Cysteine Conjugate)
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bioZen™ Products - Powered by Biocompatible Hardware

bioZen Columns (mm)

bioZen 2.6 pm Glycan —

bioZen 1.6 ym Peptide PS-C18  00B-4770-AN
bioZen 3 pm Peptide PS-C18 —

bioZen 1.7 ym Peptide XB-C18  00B-4774-AN
bioZen 2.6 ym Peptide XB-C18  00B-4768-AN
bioZen 3.6 ym Intact C4 00B-4767-AN
bioZen 3.6 ym Intact XB-C8 00B-4766-AN

bioZen 1.8 pm SEC-2 —
bioZen 1.8 pm SEC-3 —

00D-4773-AN  00F-4773-AN
= 00F-4770-AN
— 00F-4774-AN
= 00F-4768-AN
= 00F-4767-AN
— 00F-4766-AN

00G-4768-AN

00B-4771-E0  00F-4771-EO
00B-4768-E0  00F-4768-E0
00B-4767-E0  00F-4767-E0
00B-4766-E0  00F-4766-E0
= 00F-4769-E0
= 00F-4772-E0

Biocompatible Guard Cartridges*

for 2.1mm for 4.6 mm
— AJ0-9800 —
— AJ0-9803 —
= = AJ0-7606
= AJ0-9806 —
— AJ0-9806 AJ0-9808
— AJ0-9809 AJ0-9811
= AJ0-9812 AJ0-9814
00H-4769-E0 — AJ0-9850
00H-4772-E0 — AJ0-9851

*AJ0-7606 requires guard holder KJ0-4282. All other guard cartridges require guard holder AJ0-9000.
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Australia

+61 (0)2-9428-6444

+61 (0)2-9428-6445
auinfo@phenomenex.com
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Austria

+43 (0)1-319-1301

+43 (0)1-319-1300
anfrage@phenomenex.com
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Belgium

+32 (0)2 503 4015 (French)
+32 (0)2 511 8666 (Dutch)
+31 (0)30-2383749
beinfo@phenomenex.com
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Canada

+1 (800) 543-3681
+1(310) 328-7768
info@phenomenex.com
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China

+86 400-606-8099

: +86 (0)22 2532-1033
phen@agela.com
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Denmark

+45 4824 8048

+45 4810 6265
nordicinfo@phenomenex.com
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\_ We’re here to help!

If bioZen columns in this technical note do not provide at
least equivalent separations as compared to a competing
column of the same phase, particle size, and dimensions,
return the column with the comparative data within 45 days
for a FULL REFUND.

Finland

: +358 (0)9 4789 0063
: +45 4810 6265

nordicinfo@phenomenex.com

France

: +33 (0)1 30 09 21 10

+33 (0)1 30 09 21 11
franceinfo@phenomenex.com

Germany
+49 (0)6021-58830-0

: +49 (0)6021-58830-11

anfrage@phenomenex.com

India

+91 (0)40-3012 2400

+91 (0)40-3012 2411
indiainfo@phenomenex.com

Ireland

: +353 (0)1 247 5405
- +44 1625-501796

eireinfo@phenomenex.com

Italy

: +39 051 6327511

+39 051 6327555
italiainfo@phenomenex.com

Subject to Phenomenex Standard Terms & Conditions, which may be viewed at

www.phenomenex.com/TermsAndConditions.

Trademarks
bioZen is a trademark of Phenomenex.

FOR RESEARCH USE ONLY. Not for use in clinical diagnostic procedures.
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Luxembourg

: +31 (0)30-2418700

+31 (0)30-2383749
nlinfo@phenomenex.com

Mexico
01-800-844-5226

: 001-310-328-7768

tecnicomx@phenomenex.com

The Netherlands

: +31 (0)30-2418700

+31 (0)30-2383749
nlinfo@phenomenex.com

New Zealand

+64 (0)9-4780951

+64 (0)9-4780952
nzinfo@phenomenex.com

Norway
+47 810 02 005

: +45 4810 6265

nordicinfo@phenomenex.com

Portugal
+351 221 450 488

: +34 91-413-2290

ptinfo@phenomenex.com
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Spain

+34 91-413-8613

+34 91-413-2290
espinfo@phenomenex.com

Sweden

+46 (0)8 611 6950

+45 4810 6265
nordicinfo@phenomenex.com

Switzerland

+41 61 692 20 20

+41 61 692 20 22
swissinfo@phenomenex.com

United Kingdom

+44 (0)1625-501367

+44 (0)1625-501796
ukinfo@phenomenex.com

USA

: +1 (310) 212-0555

+1(310) 328-7768
info@phenomenex.com

All other countries
Corporate Office USA [@]

: +1 (310) 212-0555

+1(310) 328-7768
info@phenomenex.com
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