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SCAFFOLDING OF
TRANSDUCTION

MOLECULES

2

Signal Transduction

What? When? Where?
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Science. 1998 Sep 11;281(5383):1671-4.
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Which MAPK
interact with JIP-
1?

P38 α Erk2

JIP-1
? ?

??

JNK1
JNK2

14

JNK1

JIP-1

?

lysate IPMWIP anti JNK1
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JNK1

JIP-1

?

lysate IPMWIP anti JNK1
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JNK1

JIP-1

?

lysate IPMWIP anti JNK1
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JNK1

JIP-1

?

lysate IPMWIP anti JNK1

Anti-JIP1

Anti-JNK1
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JNK1

JIP-1

?

lysate IPMW

Anti-JIP1

Anti-JNK1
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JNK1

JIP-1

?

lysate IPMWIP anti JNK1

Anti-JIP1

Anti-JNK1

20

P38α

JIP-1

?

lysate IPMWIP anti P38α
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JNK1

JIP-1

?

lysate IPMWIP anti JNK1

22

P38α

JIP-1

?

lysate IPMWIP anti P38 α
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P38 α

JIP-1

?

lysate IPMWIP anti P38 α

Anti-JIP1

Anti-P38 α

24

P38 α

JIP-1

?

lysate IPMW

Anti-JIP1

Anti- P38 α
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JNK1

JIP-1

?

lysate IPMWIP anti JNK1

Anti-JIP1

Anti-JNK1

26

Selective binding of JIP-1 to the MAP kinase JNK

P38 α Erk2

JIP-1
? ?

??

JNK1
JNK2
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IP:
anticorpo anti-proteina
d’interesse

IP:
anticorpo anti-Tag

Costrutto “taggato”

Trasfezione transiente

Differenza?
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JIP-1 T7

MKK7 HA
ERK2 HA

JIP-1 (endogena)

MKK7

ERK2

30

sferette di sepharose-

PROTEINA ESCAGLUTATIONE TRANSFERASI

+

glutatione

+

PULL-DOWN
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• metto in agitazione (rotazione) a 4°C 2h o O/N affinché la proteina
“esca”, (fusa con la glutatione transferasi)  vada in contatto con tutte
le proteine presenti nell’estratto

• centrifugo a bassa velocità (3000 rpm, 1 min, 4°C). Sul fondo
della provetta si depositano:sferette di sepharose-glutatione--
glutationetransferasi-proteina esca; in soluzione
restano:proteine non legate alla proteina “esca”

•procedo come per l’immunoprecipitazione


