Polyacrylamide Pillars
Mold:

· Activate cover glasses 
· Use 22mm square no.1 cover glasses (e.g. Thomas Scientific 6661f52)
· Briefly pass over a flame (not sure exactly why…)
· Place onto Parafilm

· Add 100µl of 0.1M NaOH onto each

· Dry O/N

· Add 100µl of (3-Aminopropyl)trimethoxysilane (Sigma # 281778) on top of each
· Incubate for 5min

· Rinse with H2O

· Keeping track of side facing up, place each coverslip in a holder

· Immerse in H2O for 5min

· Transfer to 0.5% gluteraldehyde in PBS for 30min

· Rinse 3x with H2O

· Dry
· Prepare 250µl of acrylamide solution

· Acrylamide solution:

· 20% Acrylamide

· [0.2-1%] bis-Acrylamide

· 1% APS

· 0.1% TEMED

· (no buffer!)
· Pipette 12µl of acrylamide solution onto an activated coverslip in a 6-well dish

· Place mold onto acrylamide solution

· Wait 5-7min

· Cover with ~2ml of PBS or HEPES buffer (DO NOT USE AMINE CONTAINING BUFFERS)
· Using forceps, carefully remove mold
· Clean mold with 70% EtOH and dry with pressurized argon
Coating:

1. Activate Polyacrylamide

· Dilute 4µl of 0.125mg/µl of Sulfo-SANPAH (400µl DMSO to 50mg, Fisher, PI-22589) to 1ml of PBS
· DO NOT USE AMINE CONTAINING BUFFER!!
· Place 80µl of diluted Sulfo-SANPAH onto each coverslip
· Incubate under UV for 5min

· Aspirate and replace with another 80µl of Sulfo-SANPAH
· Aspirate and rinse once with PBS
2. Rock for 1hr at RT Poly-l-lysine:
· PLL between 30-70kDa (Sigma #P-2636)
· Dilute to 30µg/ml PBS
3. Incubate for 2+hrs at RT with, either:

· Netrin-1:

· Dilute stock 1:50 (to get 1µg/ml) in PBS (ex: 40µl in 2ml)
· Fibronectin:
· Shelf #6, 1st box down
· 50µl aliquots of 1mg/ml (Roche, human plasma)
· Dilute 1:100 (50µl in 5ml, gives 10µg/ml) in PBS
· Laminin:
· Shelf #22, 6th box down
· In 24µl aliquots of 1mg/ml
· Dilute 1:100 (24µl to 2.4ml, gives 10µg/ml) in PBS
Cell Culture:
· Wash 2x with PBS

· Plate between 100-250k cells per well

· SCNs = 3 ‘dorsal strips’ per 6 well plate

· DRGs = 4 embryos worth per 6 well plate

Calibrating:

· Coat pillars with PLL (as above) 

· Calibrate laser trap with 1.5µm carboxylated beads (ideally by oscillating above a pillar substrate)

· For pillar calibration

· Dilute in H2O. 

· Upon settling on pillars beads should become tightly attached,

· Chose beads that become attached to top and pull until bead is pulled out of trap

· Relate deflection of pillar to distance of bead out of trap
