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Product Description:

KRISHZYME Protein Deglycosylation-O Kit (for Simple O-linked Glycans) contains O-
Glycosidase (Krishzyme™ KPGF-004) and a2-3,6,8,9 Neuraminidase (Krishzyme™ KPGF-
005), which can be used simultaneously for the removal of terminal sialic acid residues and core
1 and core 3 O-glycans. One set of this Kit includes 1,200,000 units of O-Glycosidase and 0.6
units of a2-3,6,8,9 Neuraminidase.

KRISHZYME™ O-Glycosidase, also known as Endo-a-N-Acetylgalactosaminidase, catalyzes
the removal of Core 1 and Core 3 O-linked disaccharides from glycoproteins. KRISHZYME™
a2-3,6,8,9 Neuraminidase is the common name for Acetyl-neuraminyl hydrolase (Sialidase).
This Neuraminidase catalyzes the hydrolysis of a2-3, a2-6, a2-8and a2-9linked N-acetyl-
neuraminic acid residues from glycoproteins and oligosaccharides.

)bl
'3(2,3) 850D o o ser/Thr ‘Lf_. ~0-O=Ser/Thr

w2-3,6,8,9 | 2.6
_ = |a(26) DR |-
42-3,6,8,9 Neuraminidase @——@@
L ‘ ' a(2.8)
Neuraminidase

ﬁ(coﬂ
13
“M (= Ser/Thr

O-Glycosidase

GalNAc @ GlcNAc @ Galactose @ sialic
KRISHZYME™ Protein Deglycosylation-O Kit (for Simple O-linked Glycans) can be used simultaneously for the

removal of terminal sialic acid residues and core 1 and core 3 O-glycans. One set of the Kit includes 1,200,000 units
of O-Glycosidase and 0.6 units of a2-3,6,8,9 Neuraminidase.

Product Size :

CatNo Pack Size Concentration

O-Glycosidase 1,200,000 U / 30 ul

KPGF-100 02-3,6,8,9 Neuraminidase 0.6 U /30 ul

Physical Form:
KRISHZYME™ O-Glycosidase and a2-3,6,8,9 Neuraminidase are supplied as a liquid in 20mM
Tris-HCI (pH 7.5 at 25°C), 50mM NaCl , 1ImM EDTA.

Reagents Supplied:
The following reagents are supplied with this product:

Composition Formula Concentration
Denaturing Buffer 5%SDS, 0.4M DTT 10X
Assay Buffer 2 0.5M Sodium Phosphate (pH7.5 at 25°C) 10X
NP-40 Solution 10%

Product Source:
O-Glycosidase is cloned from Enterococcus faecalis and expressed in E.coli. a2-3,6,8,9
Neuraminidase is cloned from Clostridium perfringens and overexpressed in E.coli.

Product Quality:

295% purity, as determined by SDS-PAGE. No other exoglycosidase, endoglycosidase, and
protease activity were contaminated.
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Unit Definition:

One Unit of O-Glycosidase is defined as the amount of enzyme required to remove 0.68 nmol of
O-linked disaccharide from 5mg of neuroaminidase digested, non-denatured fetuin in one hour
at 37°C in a total reaction of 100 ul.

One Unit of a2-3,6,8,9 Neuraminidase is defined as the amount of enzyme required to catalyze
the release of 1 umole of p-nitrophenol from p-nitrophenyl-a-D-N-acetylneuroaminic acid per
minute at 37°C, pH5.5.

Storage Temperature:
-20°C

Characteristic :

¢ Recombinant enzyme with no detectable endoglycosidase or other exoglycosidases
contaminating activities

® >95% purity, as determined by SDS-PAGE

¢ Optimal activity and stability for up to 24months

¢ Glycerol-free for optimal performance in HPLC and mass spectrometry analysis

¢ Effective for the hydrolysis of sialylated O-linked oligosaccharides

Applications:

o Structural analysis of oligosaccharides

¢ Glycoprotein deglycosylation

e Removing heterogeneity from glycoproteins

¢ Characterization and Quality Control of Therapeutic Glycoproteins

Suggestions for Use:

Denaturing Reaction Conditions:
1. Combine 10-100 ug of glycoprotein, 1 ul of 10X Denaturing Buffer and H20O (if necessary) to
make a 10 ul total reaction volume.

2. Denature glycoprotein by heating reaction at 100°C for 10 minutes.

3. Make a total reaction volume of 20 ul by adding 2 ul 10X Assay Buffer 2, 2 ul 10%NP-40
Solution, 1-2 ul of a2-3,6,8,9 Neuraminidase, H20 and 1-2 ul of O-Glycosidase, mix gently.

4. Incubate reaction at 37°C for 1-4 hours.

Non-Denaturing Reaction Conditions:

1. Combine 10-100 ug of glycoprotein, 2 ul of 10XAssay Buffer 2, 1-2 ul of 02-3,6,8,9
Neuraminidase, H20 and 1-2 ul O-Glycosidase to make a 20 ul total reaction volume, mix
gently.

2. Incubate reaction at 37°C for 1-4 hours.

Notes :

¢ Since O-Glycosidase is inhibited by SDS, it is essential to have NP-40 in the reaction mixture.
¢ To deglycosylate a native glycoprotein, longer incubation time as well as more enzyme may be
required.
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LIMITED WARRANTY

Krishgen Biosystems does not warrant against damages or defects arising in shipping or
handling, or out of accident or improper or abnormal use of the Products; against defects in
products or components not manufactured by Krishgen Biosystems, or against damages

resulting from such non-Krishgen Biosystems made products or components. Krishgen
Biosystems passes on to customer the warranty it received (if any) from the maker thereof of
such non Krishgen made products or components. This warranty also does not apply to
Products to which changes or modifications have been made or attempted by persons other
than pursuant to written authorization by Krishgen Biosystems.

THIS WARRANTY IS EXCLUSIVE. The sole and exclusive obligation of Krishgen Biosystems
shall be to repair or replace the defective Products in the manner and for the period provided
above. Krishgen Biosystems shall not have any other obligation with respect to the Products or
any part thereof, whether based on contract, tort, and strict liability or otherwise. Under no
circumstances, whether based on this Limited Warranty or otherwise, shall Krishgen Biosystems
be liable for incidental, special, or consequential damages.

This Limited Warranty states the entire obligation of Krishgen Biosystems with respect to the
Products. If any part of this Limited Warranty is determined to be void or illegal, the remainder
shall remain in full force and effect.

Krishgen Biosystems. 2018

THANK YOU FOR USING KRISHGEN PRODUCT!

Disclaimer:
The names of companies indicted and the statements claimed are gleaned from the data sheets and specifications available in
open source. They do not in any way reflect an endorsement or a statement by the respective companies.
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