
0.1 Bead functionalization

0.1 Bead functionalization

0.1.1 Covalent coupling of EGF to carboxylate modified beads
Reagents

o Latex beads, 0.885 pm, Carboxylate-Modified polysterene (Sigma) znL td 'b * o84

r EDAC (Pierce) 5x p t*t'o M tlta

o NHS (Pierce)g/ fu lt:.o?
o BME (Sigma)

o MES(Sigma) /( t  t1g,,

o Hydroxylamine (Sigma) 1"1q,r- ([ot, 1o1 , 61,11)

o EGF, Murine Submaxillary Glands (Calbiochem) loofy +ll, # 3ztt5l

Protocol (modified from Pierce)

o Make 1 ml 1% bead suspension in 50 mM MES at pH 6.1

o Prepare stock solutions of BpQ(20OmiV�! "rd W
Esterification: Add 10 pl of the EDC and NHS stock solutions to the beads (+ 2
mM EDC and 4 mM NHS). Incubate 15 minutes while rotating gently.

In the meantime prepare 1 ml sodium bicarbonate buffer at pH 8.3. Add EGF to a
final concentration of t pglml.

Quench EDC: Add r,4 pil BMB to the beads after the incubation.

wash the beads. (Quick, because the NHS hyclrolyses with h/z-30 min.)

Couple the EGF: After the last wash, take up the beads in the BGF solution at
pH 8.3

Incubate 30 minutes at room temperature while rotating gently.

Quench reaction: Add 10 pl of 1 M Hydroxylamine. (=+ Any unreacted NHS is
hydrolysed.)

Wash with PBS a lot.

o The beads can be stored at -20o in a 50% glycerol solution.
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