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Go from complex biological samples to LC&ndash;MS/MS ready peptide mixtures with
confidence. This module focuses on the theory and practical decision-making behind protein
extraction, solubilization, digestion and cleanup so that your downstream identification and
quantification are not compromised by poor sample quality.
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S e s s i o n  I n d e x

Session 1 — Lysis & Protein Extraction Basics Session 2 — Reduction, Alkylation & Digestion

Session 3 — Cleanup, Fractionation & Enrichment Session 4 — QC, Troubleshooting & Study

Templates
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Lysis & Protein Extraction Basics

Overview of sample types and matrix challenges

c e l l s  a n d  t i s s u e s  b i o f l u i d s  m e m b r a n e  r i c h  s a m p l e s

Lysis and solubilization strategies (conceptual)

m e c h a n i c a l  v s  c h e m i c a l  l y s i s  d e t e r g e n t s  a n d

c h a o t r o p e s  p r o t e a s e  a n d  p h o s p h a t a s e  i n h i b i t o r s

Sample Prep — Protein Extraction, Digestion and Cleanup
— Hands-on
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Protein recovery, clarification and storage considerations

c l a r i f i c a t i o n  a n d  r e m o v a l  o f  d e b r i s  b u f f e r

c o m p a t i b i l i t y  w i t h  L C & n d a s h ; M S / M S  a l i q u o t i n g  a n d

f r e e z e  p r o t e c t i o n

S e s s i o n  2
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Reduction, Alkylation & Digestion Chemistry

Disulfide bond management and denaturation choices

w h y  r e d u c t i o n  a n d  a l k y l a t i o n  i m p a c t  o n  p e p t i d e

m a p p i n g  c o m m o n  p i t f a l l s

Enzymatic digestion strategies (theory level)

t r y p s i n  a n d  o t h e r  p r o t e a s e s  o n  p e l l e t  v s  i n  s o l u t i o n

l o g i c  m i s s e d  c l e a v a g e s  a n d  s e q u e n c e  c o v e r a g e

Designing digestion workflows for different sample types

l o w  v s  h i g h  c o m p l e x i t y  s a m p l e s  t i m e  a n d

t e m p e r a t u r e  c o n s t r a i n t s  c o m p a t i b i l i t y  w i t h  l a b e l i n g

s t r a t e g i e s

S e s s i o n  3
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Cleanup, Fractionation & Enrichment

Why cleanup is essential before LC&ndash;MS/MS

r e m o v i n g  s a l t s  a n d  d e t e r g e n t s  i m p r o v i n g  s e n s i t i v i t y

a n d  r o b u s t n e s s  c a r r y o v e r  c o n s i d e r a t i o n s

Concepts of solid phase cleanup and fractionation

r e v e r s e d  p h a s e  a t  p e p t i d e  l e v e l  o f f l i n e  f r a c t i o n a t i o n

l o g i c  o r t h o g o n a l i t y  o f  s e p a r a t i o n s

http://www.nthrys.com
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Enrichment strategies for targeted sub proteomes (overview)

d e p l e t i o n  o f  h i g h  a b u n d a n c e  s p e c i e s  b a s i c  P T M  a n d

p e p t i d e  e n r i c h m e n t  c o n c e p t s  t r a d e  o f f s  b e t w e e n

d e p t h  a n d  t h r o u g h p u t

S e s s i o n  4
F e e :  R s  1 8 8 0 0   Apply Now

QC, Troubleshooting & Study Templates

Assessing protein and peptide quality prior to LC&ndash;MS/MS

t h e o r y  p l u s  c h e c k l i s t  e x e r c i s e

Common failure modes and how to reason about them

l o w  p r o t e i n  y i e l d  p o o r  d i g e s t i o n  p a t t e r n s  c a r r y o v e r

a n d  c o n t a m i n a t i o n  i n d i c a t o r s

Building sample prep sections for a proteomics study plan

t e m p l a t e  f o r  m e t h o d s  s e c t i o n s  s a m p l e  m a p p i n g

s h e e t s  h a n d o f f  c h e c k l i s t s  t o  M S  c o r e

http://www.nthrys.com

