WESTERN BLOTTIN



» Podle druhu detekované
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» Southern Blotting — Detekce DNA
» Nothern Blotting — Detekce RNA
» Western Blotting — Detekce ProteinU




LABORATORNI METODA PRC
SPECIFICKYCH PROTEINU V KOMPLEXNI SN

ZAHRNUJE : SEPARACI, PRENOS A DETEKCI PROTEINU. /



gell

elektroforetick&d mobilita proteinu zdavisi na je
velikostl

ori daném pH a za nedenaturacnich podminek je
elektroforetickd separace proteinU urc¢ena jak
velikosti, tak nabojem molekul
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gelu na nitroceluldzovol
pritomnosti specifického prenosoveho pufru

» proteiny jsou po elekirobloffingu preneseny do
odpovidajicich pozic na membrdane.
Pozadovany protein je imunodetekovan na
membrdané.
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GELOVE USPORADANI — PRENOS PROTEINU



dokonceni elektrotrat
Imunologicky.

Blokovaci Cinidlo (odtucnéné susené mleko/BSA) -
blokovani neocbsazenych mist na membrdané
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specifickou pro

Primarni protildtka — navazana na protein nebo
antigen a na membrdané vznik komplexu antigen
(Ag)-proftilatka (Ab).

Membrdna — promyti - odstranéni prebytku
nenavazané primarni proftilatky.

Vazba enzymem znacené sekundarni protilatky
(alkalickda fosfataza/krenova peroxiddza) na
orimarni protilatku komplexu Ag-Ab.
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'_lv: Sample preparation

Lyse the sample in an appropriate
lysis buffer Reduce and denature
the sample with sample butfer
containing SDS and
g-mercaptoethanc! Heart the
sampie al 85°C 5 mins._

Gel electrophoresis

Load an optimized quantity of
sampiae onto the gel. Paerform gel
elsctrophoresis at 100 - 200 VvV for
30 mins - 2 hrs. FProteins separate
accordirng to size. with smaller
proteins migrating more guicxly
through the gl
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3 Membrane transfer

Prepauve cold ransfer bufler and the
membrane Assembis the transfer
sandwich with the gel near the
cathode {(-) and the membrans near
the ancde (+). The negatively
charged proteins will migralts out of
the g2l onto the membrane. Perform
the ransfer a1 30 V O/MN a1l 4°C or
160V 1 hr

Immunodetection

Uss a1 total protein stain 1o check the
transter efficiency. Block the
mambranea in an appropriale
blocking buffer (milk, 8SA, etc))
Incubate the membrane with primary
antibady T hr RT or 4°C O/
Incubate with secondary antibody

1 hr BT. Perform the detlection step
(ex using a chemiluminascent
substrate kit). Perform data analysis
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https://www.antibodies.com/western-blotting

» Promyva
PBS pufr

» Odstranéni nenavdazanych proftilatek

» Nenavdazané proftilatky — silny background -
zhorseni detekce hledaného proteinu



C
. Chemiluminescencni

Nromoge

. Fluorescencni
. Radioaktivni
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enzymaticke barev
chromogenniho subs’rro’ru

2. V pritomnosti proteinu dojde k barevneé zméne
substratu po reakci s enzymem navdzanym na
sekundarni proftilatku

3. Typy chromogenniho substratu pro HRP enzym
(horseredish peroxiddazu): Diaminobenzidin (DAB)
nebo tetramethylbenzidin (TMB)



Goat anti-actin



https://the-basics-of-immunohistochemistry.com/
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souper o vaz
reakcni smési nachdzi v ome

neznacenym antigenem.

Stanovovanad Iatka je neznaceny antfigen, dalsi
antigen je znacen napr. radioaktivnim izotopem
jodu (231,131]) pro proteinoveé antigeny, Ci tritiem
nebo 4C pro nizkomolekularni Iatky.
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Blotting membrane
(Nitro Cellulous or PVDF)

Gel = Wet transfer

Filter papers

Semi-dry transfer

https://wellfound.com/projects/452711-western-blot-dry-transferesrc=user_profile



VIDEO UKAZKA FIRMY BIO-RAD

https://youtu.be/VgAuZ6dBOfs



https://youtu.be/VgAuZ6dBOfs
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Diagnostika rOznych typu lidskéhc
Detekce ruznych forem Lymské borelidzy

Testovani, screening onemocnéni BSE (nemoc
Silenych krav)

Potvrzeni onemocnéni Hepatitidou B

Genové inzenyrstvi — exprese a izolace cilenych genu



Casové a technicky ndro

Pravdépodobnost faleSného zbarveni
proteinu

Preciznost provedeni — nutnost vyskoleneho
persondlu




www.bio-rad-antibodies.com/western-blot-protocol.ntml

www.bio-rad-antibodies.com/static/2019/protocols/detection-of-

phosphorylated-proteins-by-western-blotting.pdf

=d protein measurement: technologies and
Nature Reviews Drug Discovery 5



https://www.bio-rad-antibodies.com/western-blot-protocol.html
https://www.bio-rad-antibodies.com/static/2019/protocols/detection-of-phosphorylated-proteins-by-western-blotting.pdf

