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How should | deglycosylate my antibody?

PNGase F is an endoglycosidase that cleaves N-glycans
without bias, except for any that are core fucosylated a(1-3).
If you’re working with insects and plants, congrats, you’re
doing some rather interesting work in the world of
glycobiology.

Most protocols for PNGase F were originally developed to
deglycosylate complex glycoproteins (i.e. proteins with multiple
glycosylation sites). For example, bovine fetuin, a common model
glycoprotein, has 18 glycosylation sites.” As such, most protocols Asn297
are developed using overnight deglycosylation to ensure
deglycosylation is complete.

However, if you need answers tomorrow, what can you do? For
a less complex glycoprotein like an IgG1 (2 glycosylation sites
in the conserved region at Asn297), a shorter digestion time is
acceptable. In fact, most vendors sell PNGase F formulated
for faster deglycosylation, in some cases ten minutes or

less. Further, because the glycosylation sites are easily
accessible, no denaturation is required.?

Asp
Why should | deglycosylate my ADC or antibody before

intact mass?

Depending on how many different glycoforms the sample has, a high
degree of complexity in glycosylation could lead to extremely messy
spectra, which is especially difficult with antibody-drug conjugates
(ADCs).

In these cases, deglycosylation should provide a much cleaner spectra, thus providing
a better assessment of relative quantitation of different drug-to-antibody ratio (DAR)
species, as well as average DAR.

Always keep in mind, deglycosylation of the N-linked glycan yields an aspartic acid
(ASP), resulting in a mass shift of 1 Da. Also, PNGase F reactions buffer is typically a Tris
buffer (i.e. relatively high pH). Deamidation might be observed, commonly with the N-G
motif; therefore faster deglycosylation protocols might be desired.
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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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\_ 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.
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Mexico
01-800-844-5226

: 001-310-328-7768
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