SILAC sample preparation

- mix samples 1:1:1 (3mg for each condition) (2ml tube)

- alkylate with 60mM iodoacetamide (stock 0.5M) for 15min @RT in dark

   (5 times more than reducing agent, 0.1% beta-mercaptoethanol in lysis buffer=14.3mM)

- split samples in 5 aliquots

- precipitate with TCA, 10% final (50% stock), 15min on ice

- spin @13000rpm, 5min

- wash the pellet 6x with water and 1x with 80% acetone (don’t overdry the pellet)

Tryptic digest

- digest 1 aliquot (1.8mg) in 250ul 0.5M TEABC, 1M urea and 20ug trypsin

 (dissolve 1 vial (=20ug) of sequencing grade trypsin (Promega V5111) in 20ul  

resuspension solution, 15min 30C)

- incubate @37C over night

------

- pool all the digests

- take 20ul (=130ug) and centrifuge at 13000rpm, 5min

- add 5ul of 5x sample buffer to the supernatant and 20ul of 1x sample buffer to the pellet

- run samples on SDS-PAGE (also include undigested sample 130ug) 

-----

- centrifuge the pooled digests at 13000rpm, 5min (keep the pellet)

- desalt digest using a Sep-Pak cartridge (red label)

- wash Sep-Pak with 2 x 1ml 50% ACN 0.1% TFA

- equilibrate Sep-Pak with 2 x 1ml 0.1% TFA

- acidify the digest, 2% or 4% TFA final concentration (check pH, needs to be acidic) 

- load the clarified digest to the Sep-Pak (5 x)

- wash 3 x with 1ml 0.1% TFA

- elute in 50% ACN 0.1% TFA, 2x 200ul

- speed vac to dryness

HILIC column

· resuspend peptides in 500 ul of buffer B (80% ACN, 0.1%TFA)

· fractions 2min (1.2 ml/tube)

IMAC 

- beads were washed in 25% ACN/ 0.1% TFA, 80ul beads (50% slurry)

- beads were added to HILIC fraction 10-35 and incubated for 30min on an IP shaker

- beads were spun at 4000rpm, 1min and the supernatant was kept

- beads were washed 2x for 5min on IP shaker with 0.5ml 25% ACN/ 0.1% TFA

- peptides were eluted with 200ul 0.4M NH4OH, 10min on IP shaker

  and with 200ul 0.2M NH4OH / 50%ACN (remove with loading tips)

- two fractions were pooled and dried by speed-vac till approx.100ul is left

- sample was passed through  a ZipTip (Sigma Z720070-96EA)

- ZipTip was washed with 20ul 50%ACN, 0.2M NH4OH 

- pooled ZipTip filtrates were dried by speed-vac

- to reconstitute add 10ul 50% ACN/0.1%TFA, shake on IP shaker

- add 90ul 0.1% TFA/water, spin and transfer 30ul to autosampler tube

- analyze 30 l of sample on Orbitrap
Prepare 50 mL of the following solutions:

0.1% TFA 


(50 l TFA + 50 mL water)
80% ACN, 0.1%TFA 

(50 l TFA + 40 mL ACN + 10 mL water)
50% ACN, 0.1%TFA 

(50 l TFA + 25 mL ACN + 25 mL water)
25% ACN, 0.1% TFA 
(50 l TFA + 12.5 mL ACN + 37.5 mL water)
2M NH4OH


(5.6mL 18M NH3 + 44.4 mL water)
0.4M NH4OH


(10 mL 2M NH4OH + 40 mL water)
50% ACN, 0.2M NH4OH
(5 mL 2M NH4OH + 25 mL ACN + 20 mL water)
SILAC sample preparation (modified by Ayaz Najafov, 16-Nov-2009)
- Mix lysates 1:1:1 (3mg for each condition) in a 15ml Falcon tube. 

- Alkylate with 60mM iodoacetamide (stock 0.5M) for 15min @RT in dark

   (5 times more than reducing agent, 0.1% beta-mercaptoethanol in lysis buffer=14.3mM)

- split samples in 5 aliquots

- precipitate with TCA, 10% final (50% stock), 15min on ice

- spin @13000rpm, 5min

- wash the pellet 6x with 1mL water and 1x with 1mL 80% acetone (don’t overdry the pellet)

Tryptic digest

- digest 1 aliquot (1.8mg) in 250ul 0.5M TEABC, 1M urea and 20ug trypsin

 (dissolve 1 vial (=20ug) of sequencing grade trypsin (Promega V5111) in 20ul resuspension solution, 15min 30oC)

- incubate @37C over night

------

- pool all the digests

- take 20ul (=130ug) and centrifuge at 13000rpm, 5min

- add 5ul of 5x sample buffer to the supernatant and 20ul of 1x sample buffer to the pellet

- run samples on SDS-PAGE (also include undigested sample 130ug) 

-----

- centrifuge the pooled digests at 13000rpm, 5min (keep the pellet)

- desalt digest using a Sep-Pak cartridge (red label)

- wash Sep-Pak with 2 x 1ml 50% ACN 0.1% TFA

- equilibrate Sep-Pak with 2 x 1ml 0.1% TFA

- acidify the digest, 2% or 4% TFA final concentration (check pH, needs to be acidic) 

- load the clarified digest to the Sep-Pak (5 x)

- wash 3 x with 1ml 0.1% TFA

- elute in 50% ACN 0.1% TFA, 2x 200ul

- speed vac to dryness

HILIC column

· resuspend peptides in 500 ul of buffer B (80% ACN, 0.1%TFA)

· fractions 2min (1.2 ml/tube)

IMAC 

- SpeedVac dry HILIC fractions 13-30 (26min-60min). Resuspend in 125 l of 25% ACN/ 0.1% TFA (shake at 14000rpm for 10 min at RT).
- Pool adjacent two frations.

- Beads were washed in 25% ACN/ 0.1% TFA.

- Add 80ul beads (160 l of 50% slurry) per two pooled fractions.
- Incubate for 30min on an IP shaker (1400rpm, RT)s
- Beads were spun at 4000rpm, 1min and the supernatant was kept for TiO2 pull-down.
- Beads were washed 2x for 5min on IP shaker with 0.5ml 25% ACN/ 0.1% TFA.
- Peptides were eluted with 
1) 200ul 0.4M NH4OH, 10min on IP shaker (remove with loading tips)
2) 200ul 0.2M NH4OH / 50%ACN, 10min on IP shaker (remove with loading tips)

- Two elutions were pooled and dried by SpeedVac till approximately10s0ul is left

- sample was passed through  a ZipTip (Sigma Z720070-96EA)

- ZipTip was washed with 20ul 50%ACN, 0.2M NH4OH 

- pooled ZipTip filtrates were dried by speed-vac

- to reconstitute add 10ul 50% ACN/0.1%TFA, shake on IP shaker

- add 90ul 0.1% TFA/water, spin and transfer 30ul to autosampler tube

- analyze 30 l of sample on Orbitrap

