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From Biological Sample to MS Analysis

1. Lysis 2. Reduction 3. Fractionation/ Enrichment
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Digestion Protocols

* ‘In gel’ protocol
Separation of proteins by SDS-PAGE (up to 100 ug)

Staining with Coomassie Brilliant Blue

Divide gel lane into fractions

Cut gel in small pieces (1 mm3)

Washing of stain and SDS

Dehydration

Rehydration with Trypsin and incubation over-night

Elution of peptides from gel pieces
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Digestion Protocols

* ‘In solution’ protocol DT{v

Protein precipitation to eliminate detergents

- Re-solubilization with urea/thiourea (8M) "
- Reduction with DTT

- Alkylation with iodoacetamide (IAA) lysC
- LysC digestion

- Dilution of urea and incubation with trypsin Tvesin
over-night \

- Trypsin inactivation with acid



MED FASP for FFPE Samples

200 nl of LPC-
dissected tissue
FFPE reversal
Tissue lysis

MED-FASP with
PEG 20,000
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6 LC-MS/MS
runs per sample

MaxQuant
Software

SDS, DTT, PEG

> Lysate
99°C, 1h

—> SD§, DTT

- lodoacetamide

l lys C Trypsin
H—t-H-l

Peptides ‘l' Peptides ‘1‘
SAX

Elution
pH 116 4.2 pHYS 2

-y

Hs

2222

4h gradients LC

~-

QExactive

~S-

Data



“In gel” IFASP‘ “In solution”

Cells, Tissue

Urea, thiourea,
organic solvents,
weak detergents

In-gel Digestion in solution
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Ti.. DNA 5EHMEAER

28 I

Residue| Conf Sequence Prec WZ Expe M/Z Modifications

K143 | 0065  AASKGLPQQL 101217 110562  Phospho(S)@3: Methyl(K)@4
K237 | 4654 DNYLGGTSTISDNAKE 168474 170883  Dehydrated(D)@12; Deamidated(N)@13; Acetyl(K)@15
K291 | 2.446 KGSLLDDS 83389 92743  Methyl(K)@1; Phospho(S)@3
K318 | 0.5 TKGLEGESL 93303 102656  Methyl(K)@2: Phospho(S)@8
K349 | 057 LSLYKSGALDE 119534 128859  Methyl(K)@5: Phospho(S)@6
K631 | 1929 KLKKLGNLKLQEEGEA 17981  1854.86  Acetyl(K)@1: Oxidation(K)@9
K634 | 0.5 LGARKLKKL 102632 108364  Oxidation(K)@5; Acetyl(K)@8

IncRNA-dependent mechanisms of androgen-receptor-regulated gene activation
programs NATURE 2013
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