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SPECIFICATIONS

Product Code: GKE-5011

Specific Activity: >5 U/mg*

Shipped on ice pack for next day

delivery.

Store at 2-8EC 

Formulation:  Lyophilized from

50 mM citrate phosphate buffer

(pH 5.0).  BSA and preservative free.

*One unit is defined as the amount of

enzyme required to hydrolyze 1 :mole of
ovalbumin glycopeptide per minute at pH 5.0

and 37EC.

PNGASE A

(Peptide N-Glycosidase from Almond)

Glyko® PNGase A [Almond glycoamidase,
N-glycosidase A, Peptide-N(4)-(Nacetyl-
beta-glucosaminyl) asparagine amidase] is a
glycopeptidase derived from almonds.

PNGase A cleaves asparagine-linked
N-glycans from glycopeptides whether or not
they contain  1,3-linked core fucose (present
in insect and plant glycoproteins).  PNGase A
does not act on (GlcNAc)asparagine because
it requires the presence of more than two
amino acid residues in the substrate1, 2.

Because PNGase A prefers glycopeptides to
glycoproteins as substrates3, glycoproteins
must first be proteolytically degraded by
digestion either with trypsin4 or pepsin5. 
Pepsin digestion is simpler to perform, but
the low pH may result in loss of acid-labile
glycans (i.e., sialic acids).

Applications:

C Release of intact N-linked glycans from
glycopeptides

C Structure-function studies of
N-glycosylated glycopeptides 

PRODUCT DESCRIPTION

Supplied Reagents

WS0273 Reaction Buffer
(2 ml; 50 mM citrate-phosphate buffer
(pH 5.0) with 0.02% sodium azide)

Contaminants:  Less than 0.1% of the
following enzymes:
"-galactosidase, $-galactosidase, 
"-mannosidase,  $-mannosidase, 
$-glucosidase,  $-N-acetylhexosaminidase, 
"-L-fucosidase, sialidase and  $-xylosidase.

 Molecular Weight:  PNGase A is a
heterodimer consisting of two subunits of
54.2 and 21.2 kDa, respectively6.  The
N-terminal amino acid sequence of the larger
subunit A was determined to be
Leu-Ala-Ser-Gly-Tyr-His-Ser-Trp-Ala-Asp. 
The N-terminus of subunit B was
Glu-Pro-Thr-Pro-Leu-His-Asp-Phe-Pro-Pro. 

pH Range 7: 

Optimum: pH 5.0
Range: pH 4.0 - 6.0



Stability:  Lyophilized enzyme is stable for at
least 2 years when stored at 2-8°C.  The
reconstituted enzyme is stable for at least six
month at 2-8°C.

ASSAY

One unit of PNGase A is defined as the
amount of enzyme required to hydrolyze
1 :mole of ovalbumin glycopeptide per
minute at pH 5.0 and 37EC.

SUGGESTIONS FOR USE

Before use, briefly centrifuge the vial to
ensure that all material is at the base of the
vial.  Ensure that reagents, substrates and
laboratory-ware are free from contaminants
and proteases. 

The amount of enzyme required for
deglycosylation Dissolve the enzyme in 40 :l
of the WS0273 Reaction Buffer provided.

Suggested PNGase A Digestion of 
Trypsin-Released Peptides

1. Excise band of interest from an
SDS-PAGE prepared sample stained with
Coomassie Blue.

2. Destain, S-alkylate, digest with trypsin
and extract peptides according to
standard procedures8, 9. 

3. Add 0.02 ml of 50 mM citrate-phosphate
buffer pH 5.0.

4. Incubate at 95EC for 5 minutes to
inactivate protease.

5. Allow to cool to 37EC or ambient.

6. Add 0.05 - 0.1 mU of PNGase A to tryptic
digest.

7. Incubate overnight at 37EC.

8. Optional: purification of
oligosaccharides8, 10 using SPE Cartridges
such as GlycoClean™ H Cartridges
(GKI-4025) or GlycoSep™ R HPLC
Column (GKI-4727). 

Suggested PNGase A Digestion of
Pepsin-Released Peptides

1. Dissolve the glycoprotein in 5% formic
acid (1 ml per 2-5 mg of protein).

2. Add crystalline porcine pepsin in a 1:50
ratio to the substrate protein.

3. Digest overnight at 37EC.

4. Dry the sample using a centrifugal
evaporator.

5. Re-dissolve the dried sample in a small
volume of water (~5% of original
volume) and dry again.

6. Repeat step 5.

7. Add ~ 1 ml of 0.1 M citrate buffer pH 5.0
per 10 mg of protein.

8. Incubate at 95EC for 5 minutes to
inactivate protease.

9. Allow to cool to 37EC or ambient.

10. Add a minimum of 0.5 mU of PNGase A 
per mg of original glycoprotein amount.

11. Incubate overnight at 37EC.
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