a 2,3-Sialidase

5 U/ vial
50 U/ml

Size:
Conc.:

Code No. 4455

Note:
The storage temperature of this product changed from -20°C to 4°C (Lot.
N201AA-).

Systematic name : Acylneuraminyl hydrolase
Enzyme code:3.2.1.18
Storage: 4°C

Source :

Cloned from Salmonella typhimurium LT2 and expressed in Escherichia coli.

Form:
Solution in 50 mM potassium phosphate (pH6.8), 0.1 M sodium chloride,
and 0.02% sodium azide.

Feature:
This product is the cloned enzyme. It does not require divalent cation
(Ca%*, Mg?*) or stabilizer (BSA etc.)'2.

Properties :

Molecular weight: 41,300

Michaelis constant : Km=0.25 mM (4MUNeu5Ac)
Km=2.66 mM (PA3)- 3'Sialyllactose)

Inhibitors : 2-deoxy-2,3-didehydro-N-acetylneuraminic acid
Ki=0.38 mM

Stabilizer: Not necessary

Optimum pH: pH 5.5 - 7.0 (Tris-maleate buffer)

pH 5.5 - 6.0 (potassium phosphate buffer, sodium
acetate buffer, Tris-HC| buffer)

Definition of activity :
One unit is the amount of enzyme required to hydrolyze 1 umol of
3'-sialyllactose within 1 minute at 37°C at pH 5.5.

Substrate specificity :

« This sialidase has about 200-fold kinetic preference of the a2, 3 sialyl
linkage to the a2, 6 sialyl linkage."

« The enzyme efficiently cleaves sialyl groups from glycoproteins and
glycolipids.

« The enzyme can hydrolyze glycolipids without detergent.

« The enzyme may not release sialic acid from O-linked oligosaccharides
on glycoproteins

Quality Control Data:
Please see the Certificate of Analysis (CoA) for each lot. You can download
the CoA on Takara Bio website.
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Note

This product is for research use only. It is not intended for use in
therapeutic or diagnostic procedures for humans or animals. Also, do
not use this product as food, cosmetic, or household item, etc.
Takara products may not be resold or transferred, modified for resale
or transfer, or used to manufacture commercial products without
written approval from Takara Bio Inc.

If you require licenses for other use, please contact us by phone at
+81 77 565 6973 or from our website at www.takara-bio.com.

Your use of this product is also subject to compliance with any
applicable licensing requirements described on the product web
page. It is your responsibility to review, understand and adhere to
any restrictions imposed by such statements.

All trademarks are the property of their respective owners. Certain
trademarks may not be registered in all jurisdictions.
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a 2,3-Sialidase

Code No. 4455

Substrate specificity of a 2,3-Sialidase :

swstte | oo | Ui | Method”
4MUNeu5Ac 1.05 mM 1067.8 1
3'Sialyllactose 1 mMm N.T.*2 2
6'-Sialyllactose 1mM N.T.*2 2
Colominic acid 1 mg/ml N.T.*2 2
PA-Sugar chain 029 2 uM 1.81 3
PA-Sugar chain 030 2 uM N.D.*3 3
(iconnaed) 2um | 136 3
PA-Sugar chain 036 2 uM 0.92 3
PA-Sugar chain 022 2 uM 3.05x 103 3
PA-Sugar chain X 2 uM N.T.*2 3

* 1: Refer to the other side.
* 2: Not Tested (Lot. N201AA-)
* 3: Not Detected

(PA-Sugar chain 029)
Neu5Ac a2 - 3Gal 3 1- 4Glc-PA

(PA-Sugar chain 030)
NeuGca 2 - 3Gal 3 1- 4Glc-PA

(PA-Sugar chain 033; discontinued)
GalB1-3GalNACB1-4Gal 31 - 4Glc-PA
3 3

Neu5Aca 2 Neu5Ac a2

(PA-Sugar chain 036)
GalB1-3GalNAC31-4Gal 31 - 4GIc-PA
3 3

Neu5Aca 2 Neu5Aca 2 - 8Neu5Aca2

(PA-Sugar chain 022)

Gal 31-4GIcNAcB1-2Manal ~%
Man 81 -4GIcNAc 81 - 4GIcNAc-PA
Neu5Aca2-6Gal 31-4GIcNACB1-2Manal —3

(PA-Sugar chain X)

GalB81-4GIcNAcB1-2Mana1 ~%
Man 81 - 4GIcNAc B 1 - 4GIcNAc-PA
Neu5Aca?2 - 3Gal B1-4GIcNACB1 - 2Mana 1 —>
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Method 1:
The reaction mixture is as follows:

<Reaction mixture>

2.1 mM 4MUNeu5Ac

50 mM Sodium acetate buffer (pH 5.5) :| 3 ul
100 mM Nadl

Enzyme solution 3ul
Total volume 6 ul

The reaction mixture is incubated for 10 minuts at 37°C, then 1.5 ml of

0.1 M glycine-NaOH buffer, pH 10.3 is added to 2.5 | of the reaction
mixture to stop the reaction.

The amount of 4-MU released during the reaction is measured by using

fluorescence photometer (Ex: 350 nm; Em: 448 nm).

Method 2:

10 ul of the enzyme solution is added to 90 1| of the substrate in 0.1 M

sodium acetate at pH 5.5. The reaction mixture is incubated for
10 minutes at 37°C.
The amount of released sialic acid is measured by TBA method3).

Method 3:
The reaction mixture is as follows:
<Reaction mixture>

10 uM  PA sugar chain® 2 ul

0.1M  Sodium acetate buffer (pH5.5) 5 ul
Enzyme solution 3 ul
Total volume 10 ul

The reaction mixture is incubated for 10 minuets at 37°C, then analyzed

by HPLC.

<HPLC analysis condition>

Column: PALPAK Type R (4.6 mm ¢ x 250 mm)
Solvent A: 50 mM acetic acid-triethylamine (pH 4.0)
Solvent B: Solvent A containing 0.5% 1-butanol
Gradient: 0—50min 0— 50%B

Flow rate: 1.0 ml/min

Detection: Fluorescence (Ex: 320 nm; Em: 400 nm)
Columntemp:  40°C

Injection: 5ul
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< HPLC S3#frdkt>

Column : PALPAK Type R (4.6 mm ¢ X 250 mm)
Solvent A : 50 mM acetic acid-triethylamine (pH4.0)
SolventB : Solvent A containing 0.5% 1-butanol
Gradient : 0—50min 0— 50%B

Flow rate : 1.0 ml/min

Detection : Fluorescence (Ex : 320 nm, Em : 400 nm)
Columntemp : 40°C

Injection : 5 ul
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