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Galactosylation of IgG

1

3.

. Preparation of the reaction buffer, containing 10 mM
UDP-Gal, 5 mM Manganese(ll) Chloride (MnCl2),
and 100 mM MES, pH 6.5.
* Dissolve 61 mg UDP-Gal, 6.3 mg MnCl2, and 195 mg
MES in 6 ml water.
* Adjust pH to 6.5, and adjust to a final volume of
10 ml with water.
. Setting up the galactosylation reaction, containing
976 ug UDP-Galactose, 10 ug GalT1, and 1 mg IgG.
* 160 plreaction buffer
* 33.3 plof IgG (30 mg/ml, pH 6)
* 1.8 pl Galactosyltransferase
* 4.9 ulwater
Incubate the reaction at 37°C, then take aliquots and
stop the reaction by freezing the tube at -15°C to
-25°C for mass spectrometry analysis.

Sialylation of IgG using either ST6 or ST3

1.

3.

Preparation of the reaction buffer, containing 6.1 mM
CMP-NANA, 200 mM MES, pH6.5.
* Dissolve 40 mg CMP-NANA and 390.4 mg MES in
6 ml of water.
 Adjust pH to 6.5, and adjust to a final volume of
10 ml with water.

. Setting up the sialylation reaction, containing 500 ug

CMP-NANA, 100 ug Sialyltransferase, and 1 mg IgG.
* 125 plreaction buffer

* 100 plIgG (10 mg/ml, pH 6)

* 18 pl Sialyltransferase (ST3 or ST6)

* 2.8 pl Alkaline Phosphatase (1 mg/ml)

¢ 2.53 pl ZnCl2 solution (10 mM)

* 1.67 plwater

Incubate the reaction at 37°C, then take aliquots and

stop the reaction by freezing the tube at -15°C to -25°C

for mass spectrometry analysis.

Simultaneous galactosylation and sialylation

(“1-pot-reaction”)

1. Setting up the galactosylation reaction, containing 976 ug
UDP-Galactose, 10 ug GalT1, and 1 mg IgG.

* 160 plreaction buffer

* 33.3 plof IgG (30 mg/ml, pH 6)
* 1.8 yl Galactosyltransferase

* 4.9 pl water

2. Incubate the reaction for 4 hours at 37°C, then take 50 pl
of this reaction for mass spectrometry analysis.

3. Add reagents for subsequent sialylation to the remaining
150 pl galactosylated IgG, to set up the sialylation reaction,
containing 375 pg CMP-NANA, 75 ug Sialyltransferase,
and 0.75 mg IgG.

* 94 plreaction buffer
* 13.6 pl Sialyltransferase ST6
* 2.9 ul Alkaline Phosphatase (1 mg/ml)
¢ 2.6 ul ZnCl2 solution (10 mM)
4. Incubate the reaction at 37°C, then take aliquots and
stop the reaction by freezing the tube at -15°C to -
25°C for analysis.

Note: In case of varying IgG concentrations, the protocol must be
adapted. The most important parameter to be considered is the
mass ratio of activated sugar, IgG and glycosyltransferase.
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Glycosyltransferases for research aggrX FRILIU—* HRES
a-2,3-Sialyltransferase, rec. custom fill ® 07 429 916 103
Glycotransferases for drug development aET1X FPRIVIV—* BRES
a-2,6-Sialyltransferase, rec. EQ custom fill & 08 098 174 103
B-1,4-Galactosyltransferase, rec. EQ custom fill ® 08 098 182 103
EME RS aETrX FPIRILIVU—* HRES
UDP-Galactose animal-free (UDP-Gal) custom fill ® 07 703 562 103
CMP-N-Acetylneuraminic acid(CMP-NANA) custom fill ® 05974003 103
UDP-N-Acetylgalactosamine custom fill ® 06 369 855 103
RhERm, REERRLTY b %X FIRILIU—* BRES
Alkaline Phosphatase custom fill ® 03137031103
Residual Protein a-2,6-Sialyltransferase Kit 96 tests 08011478001
Residual Protein B-1,4-Galactosyltransferase Kit 96 tests 08 182 990 001
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