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Fig 1. NORE1A is a direct transcription target of TNFa-NFkB signaling.

(A & B) TNFa increases the expression of NORE1A in human cancer cell lines, and this induction occurs only in promoter unmethylated

cells.

(C) TNFa treatment induces NORE1A expression in a dose-dependent manner.
(D) Transcriptional activation of NORE1A is inhibited by knock-down of NF-«B subunit p65/RelA.
(E & F) Promoter region of NORE1A has two kB sites within 500 bp length, which are shown to directly bind to p65 after TNFa treatment.
(G) Promoter luciferase assay was performed to prove that NORE1A is a target gene of NF-xB subunit p65/RelA.
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Fig 3. NORE1A destabilizes TNFRI through E3 ligase activity of ITCH

(A) NORE1A suppressed TNFR I expression in a dose dependent manner.
(B) TNFR I degradation by NORE1A was recovered by Leupeptin and chloroquine which are lysosomal degradation inhibitors.
(C) The K48 linked poly-ubiquitin chains of TNFR I were increased by NORE1A
(D & E) The interaction between NORE1A and TNFR I was evaluated through deleting several domains of NORE1A. Among the
3 domains, zinc finger containing C1 domain was proved to be essential for the interaction.
(F) NORE1A facilitated TNFR I degradation was rescued by knock-down of ITCH, which is a HECT-type E3 ligase.
(G) Ubiquitination-mediated degradation of TNFR I by NORE1A is dependent on E3 ligase ITCH.
(H) NORE1A interacted with ITCH, and PPXY motif was shown to be important in this interaction.
(1) NORE1A ecruits ITCH to TNFR I, while PPXY motif deletion mutant did not.

degradation. Additionally, we found that NORE1A-ITCH interaction protects BAX from ITCH-mediated
ubiquitination and thus activates its apoptotic function. Using a series of deletion mutants, we
identified that the PPXY motif of NORE1TA interacts with ITCH and plays a crucial role for both TNFR I
degradation and BAX stabilization and activation.

nis study, we demonstrate first that NORETA is a feedback terminator of TNF-NF-
kB signaling, which antagonizes TNFR I by facilitating the ITCH-TNFR I interaction. Our study also
shows that NORE1TA binding to ITCH dismantles ITCH from BAX and activates BAX-mediated
apoptosis. These data illuminate the mechanistic consequence of NORE1TA inactivation in
tumorigenesis.

Conclusions: In t






