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Western blotting/Immunoblotting
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Dinamica da Localizacdo do Factor NF-kB em células Hela
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Dial

Extrac¢ao diferencial de proteinas do citosol e do nucleo

= Células Hela

" Tratamento com TNF-a, com e sem inibidor do proteassoma (MG-
132).

= Lise das células (membrana plasmatica) a varios tempos (tampao
contendo NP-40)

= Sedimentacao dos nucleos
= Lise da membrana nuclear (elevada forca idnica)

= Quantificacao da concentracao de proteina total nas amostras
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Dia 2
Western blot das frac¢coes nuclear e citosdlica
SDS-PAGE e Transferéncia

Sample preparation Lysis of sample in appropriate lysis buffer \

Protein assay to determine
protein concentration

Add loading buffeti heat at 100°C  10min.
(\ Loading the gel Optimize loading amount according to \/
the expression level of the protein

Prepare running buffer;
Assetnble the gel in the tank

Buffer tank lid

Running the gel

°ve Gel percentage depends on size of protein
Successful separation of |
proteins through the gel due
to different molecular sizes; the 4-40kDa 20:“
smaller the protein is, the faster 12-45kDa 15 OA’
it moves towards the anode. 10-70 kDa 12%
_ . 15-100 kDa 10%
Blue COOllng unit 25-200 kDa 8%
Gel holder cassette o
Electrode and foam pads Transfer proteins from Prepare transfer buffer,
assembly the gel to the membrane agsemble transfer stack
+
Sponge/ -
Mini Trans-Blot cell. Fibre pad
Filter Papers
: Negative Positive
Blotting Membrane/ Plate Plate
—_ s
- Wet Transfer in
Filter Papers > Transfer Buffer
Sponge/
Fibre pad
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Dia 2
Western blot das frac¢coes nuclear e citosdlica
Blogueio, e incubacao com Ac primario

Step 1

Perform
electrophoresis

Step 2

Transfer

Step 3

Block with 5%
Milk in PBS-T
1h

Rabbit Mouse Streptavidin
anti-X  anti-Y

Step 4

Incubate with
primary antibodies

AVNE
Yz

Vs

Incubag¢do O/N a 4°C



Dia 3
Western blot das frac¢coes nuclear e citosdlica
Ac secundario e Autoradiografia

Step 5 |
Wash with :'
PBS-T

Step 6 == —-- N
Incubate with - — I
Secondary Ab+HRP oS
1h

Step 7
Wash with “
PBS-T

ECL reaction

/

= ~ Develop and fix 0 0 % 0
- autoradiograph - 0- 0-
-— T 4——— W0+ I:IH _HRP_ 0 — gl +
NH, 0 NH; O NH, 0
@425 nm
Antigen bands Autoradiography
visualized
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Distribuicdo tempos experimentais por grupo

2 conjuntos de 9 placas de 35 mm

e Placas A: TNF-a
e Placas B: TNF-a + MG-132

Tempos Grupo

15, 45, 75 e 105 min Grupo 1 (placas A) / Grupo 3 (placas B)

30, 60, 90 e 120 min Grupo 2 (placas A) / Grupo 4 (placas B)




Distribuicao tempos experimentais por grupo

Grupo 1

BSAQ BSA1 BSA2 BSA3 BSA4 BSA5 BSAB

QACO QAC15 QAC30 QAC45 QACB0 QACT5 QAC90 QAC105 QAC120
Grupo 2

BSAO BSA1 BSA2 BSA3 BSA4 BSA5 BSAB

QANO QAN15 QAN30 QAN45 QANBO QAN75 QAN90 QAN105 QAN120
Grupo 3

BSAQ BSA1 BSA2 BSA3 BSA4 BSA5 BSAG

QBc0 QBc15 QBc30 QBc45 QBcB0 QBc75 QBc90 QBc105 QBc120
Grupo 4

BSAO BSA1 BSA2 BSA3 BSA4 BSA5 BSA6

QBNnO QBn15 QBn30 QBn45 QBn60 QBNn75 QBNn90 QBN105 QBN120




Avaliacao continua especifica

" Mini-teste (30 min)
9h30-10h

12 dia do trabalho pratico

14 Marco

4 Abril
18 Abril * Desempenho laboratorial

2 Maio
 Comportamento no laboratério
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