
NTHRYS OPC PVT LTD Intact Glycopeptide Analysis — Site Occupancy & Microheterogeneity
— Hands-on

NTHRYS OPC PVT LTD | smo@nthrys.com | +91 - 8977624748 | www.nthrys.com
A Ministry of Corporate Affairs Incorporated Company

Learn how to move from enriched glycopeptide LC MS MS data to quantitative views of site
occupancy and glycan microheterogeneity. This module covers acquisition setup, intact
glycopeptide searching, extracting site level abundances and summarizing glycoforms per site for
biologics, serum glycoproteins and discovery studies.
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LC-MS/MS Setup for Intact Glycopeptides

Chromatography and gradient design for intact glycopeptides

r e v e r s e d  p h a s e  n a n o  L C  c o l u m n  c h o i c e s  a n d  l o a d i n g

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

DDA / DIA / PRM strategies for glycopeptides

D D A  s u r v e y  s c a n s  a n d  i n c l u s i o n  l i s t s  D I A  w i n d o w s

a n d  l i b r a r i e s  t a r g e t e d  P R M  f o r  k e y  s i t e s
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Fragmentation and instrument parameters for intact glyco data

H C D  v s  E T h c D  s e t t i n g s  r e s o l u t i o n ,  A G C  a n d  m a x  I T

d y n a m i c  e x c l u s i o n  t u n i n g
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Site Occupancy Quantification Strategies

Relating glycopeptide and non-glycosylated peptide signals

p a i r e d  g l y c o p e p t i d e  /  p e p t i d e  c o n c e p t s  u s i n g

d e g l y c o s y l a t e d  r u n s  n o r m a l i z a t i o n  c h o i c e s

Calculating site occupancy from intensities or areas

%  o c c u p i e d  v s  u n o c c u p i e d  h a n d l i n g  m u l t i p l e  c h a r g e

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

QC metrics for site occupancy measurements

s i g n a l  t o  n o i s e  t h r e s h o l d s  m i s s i n g  v a l u e  h a n d l i n g

t e c h n i c a l  v s  b i o l o g i c a l  v a r i a n c e
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Microheterogeneity Profiling & Visualization

Aggregating glycoforms per site from intact glycopeptide IDs

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

s t r u c t u r e  l e v e l  i n t e n s i t y  v s  a r e a  m e a s u r e s

Summarizing microheterogeneity across samples or batches

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

v i e w s  c h a n g e  d e t e c t i o n  f o r  C Q A s

Plots and visual summaries for reports and dashboards

s t a c k e d  b a r p l o t s  p e r  s i t e  h e a t m a p s  a n d  c l u s t e r i n g
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e x p o r t  r e a d y  f i g u r e s
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Mini Capstone: Site Occupancy & Microheterogeneity Report

Build a small intact glycopeptide analysis pipeline on example

data

f r o m  I D  t a b l e  t o  s i t e  l e v e l  s u m m a r i e s

Generate site occupancy and microheterogeneity summaries

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

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

Deliverables and documentation set

s u m m a r y  t a b l e s  p e r  s i t e  p l o t s  f o r  a  s h o r t  r e p o r t

n o t e s  f o r  M I R A G E  a n d  C Q A  t r a c k i n g
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