FEBRIZ AR X AR B 2 R AR FEE o7 [20]

FEAREE ARE RS MR

Zabha— U
[Protein A (F7=1% G) Dynabeads EHLAD conjugation]

Prepare IgG— Dynabeads complex

1. Take 100 i 1 Dynabeads Protein A (or G, depending on species IgG isotypes) to 10 u g IgG.
2. Place the tube on the magnet and discard the supernatant. Wash Dynabeads with PBS—-Tween—
20 (0.01% Tween—20 can be added to the buffer to prevent aggregation of the Dynabeads
Protein A — Ig complex.)

Resuspend Dynabeads Protein A with 100 p 1 PBS-Tween20

Add antibody (10 12 g 1gG) to Dynabeads Protein A

Rotate at 4C more than lhr
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Place the tube on the magnet and Remove unbound solution and Wash with PBS—Tween20

twice.

Crosslinking by DMP
1. Place the tube on the magnet and remove sup.
2. Add 1 ml 0.2M Na-borate (Borax)/boric acid pH9.0 to the Dynabeads — IgG complex. Wash
twice with 0.2M Na—borate (Borax)/boric acid pH9.0.
Prepare A and B
A: 0.2M boric acid solution (12.4g in 1000mL)
B: 0.2M sodium borate solution (19.05 g in 1000mL) = 0.05M sodium tetraborate (Borax)
To make 0.2M sodium borate (pH9.0) buffer, Mix 50mL of A and 59mL of B
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*%0.2M sodium borate(pH9.0) buffer @ 1% 3> D T 0.2 M triethanolamine/PBS (3.04 ml
triethanolamine per 100 ml buffer) T 7/ C9,

3.  Resuspend the Dynabeads — IgG complex in 1 ml of 0.2M sodium borate (pH9.0) containing
20 mM DMP (dimetyl pimelimidate dihydro—chloride, Sigma) .
5.4mg DMP powder is dissolved in 1 ml of 0.2M sodium borate (pH9.0) buffer.

This solution must be prepared immediately before adding to the Dynabeads — IgG complex.
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4. Incubate with rotator for 30 minutes at 20° C.

5. Place the tube on the magnet and discard the supernatant.

6. Remove the tube from the magnet and stop the reaction by resuspending the Dynabeads — Ig
complex in 1 ml of 50 mM Tris pH 7.5/PBS, and incubate for 15 minutes with rotator. This is
for quenching of unreacted DMP.

%50 mM Tris pH 7.5/PBS @792, 50 mM ethanolamine in PBS (311.7 ul per 100 ml) T%
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7. Wash the beads twice with 1 ml of 100mM Glycine (pH 2.5) + 150mM NaCl to remove
uncoupled IgG on the beads. Soon after washing, neutralize the beads by adding 1 ml of 0.1M
Tris—Cl(pH8.0).

8. Place the tube on the magnet and discard the supernatant.

9. Wash the crosslinked Dynabeads — 1gG complex 2 times with 1 ml PBS-Tween20.

10. Resuspend the Dynabeads — IgG complex tin 100 u 1 PBS-Tween20. add 0.1% sodium azide.
for store at 4C.
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