Quantification




Why?
m Tipo de célula

m Resposta a condicoes de stress

m Marcadores ou alvos terapéuticos



Quantificacao de proteinas

® Imunoensalos
Western blot

m Actividade enzimatica



Protedmica quantitativa - Gel

m Pré-marcacao
|sotiocianato (-1970)

m Coomassie, Prata
10 ng

m Marcacao negativa
CuCl,, ZnCl,

m SPYRO (Molecular Probes Inc.)
Nao covalente, sensivel, gama linear



"
Analise de imagem

m Preparacao da amostra
m Composicao do gel
m CondicoOes de corrida

m Reprodutibilidade da 12 dimensao
IEF



"
MS - Quantificacao

m Marcacao in vivo

m Marcacao in vitro
Pos hidrolise
Anterior a hidrdlise

Comparacao de amostras marcadas

1H 2H
12C 13C
14N 15N

160 180



In vivo In vitro
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Metodos de marcacao

m Spiking

m SILAC (Stable Isotope Labeling with Amino acids in Cell culture)
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SILAC @ @

Control (Light)

Treated (Heavy)

Mix cell lysates 1:1

Fractionation on Protein/Peptide Level
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Label Free

Tissues/Cells Proteins Peptides LC-MS or Data Analysis
LC-MS/MS
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" S
ATTR

m Humans
can’t label

m More than 100 mutations
Too many for synthetic peptides



"
Gels simply won't do...

A Controls AS ATTR ATTR B Domino transplant Cadaveric transplant

sRAGE TIR

SRAGE TTR



Label free with a twist

10 20 30 40 B0 &0
GPTGTGESKC PLMVEVLDAY RGSPAINVAY HVFRKAADDT WEPFASGKTS ESGELHGLTT

n a0 a0
EEEFVEGIYK VEIDTHSYWK ALGISPFHEH AE

100 110 120
ANDS GPRRYTIAAL LSPYSYSTTA

VVTNPKE

V3OM



12268

[reze g

{FF L

L N ]

ATTR

(FF 1

A

14048

15227

T

56 8
Ee_-:m

oL

2457

L R LR

- o o=
= ]

=




