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Fig.1 Determination of binding LMP1 with TRAF1, TRAF2 or
TRAF3 from HNE2 - LMP1 cell lines by immunoprecipitation -
Western blotting assay
In the HNE2-LMP1 cells, lane 1, 3,5 respectively shows the LMP1 was
immuneprecipitated with anti-TRAF3, anti-TRAF1, anti-TRAF2 amtibody.
Whereas no LMP1 (2,4 or 6) was detected in HNE-pSGS cells.
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Fig.2 Mutational analysis of LMP1 with respect to NF-xB
activation

NF-«B activation activated by wild-type LMP1 is 13.8-fold than that of
the control vector, the del 187 ~351 mutant had nearly 9. 1-fold wild -
type activity, The mutant (1~231) had reduced 4.9-fold wild -type
activity. However, the mutant (1~ 187) completely lacked the ability
to activate NF-kB. The data represents three experiments. 1: HNE2;
2: HNE2-pSGS; 3: HNE2-LMP1 (wt); 4: HNE2-LMP1 (del 187
~351); 5: HNE2-LMP1 (1~231); 6: HNE2-LMP1 (1~ 187).
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Fig.3 TRAF1 acts with LMP1(wt) or LMP1(1~231) to augment NF-k B activation

The results are shown as fold activation over controls transfected with vector (pSG35) alone. The data
represent three independent experiments performed in triplicate. l:vector; O :TRAF1; []: TRAF1-DN.
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Fig.4 TRAF2 acts with LMP1(wt) , LMP1(del187~351) or LMP1(1~231) to augment

NF-k B activation
The results are shown as fold activation over controls transfected with vector (pSGS5) alone. The data
represent three independent experiments performed in triplicate. ll:vector; 0 :TRAF2; [J: TRAF2-DN.
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Fig.5 TRAF3 overexpression and domain negative TRAF3 inhibit NF-x B
activation by the LMP1(wt) or LMP1(1~231)
The results are shown as fold activation over controls transfected with vector (pSGS5)

alone. The data represent three independent experiments. ll: vector; O : TRAF3;
[J: TRAF3-DN.
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Interaction of Tumor Necrosis Factor Receptor associated Factors with the
Latent Membrane Protein 1 Is Essential for Activation of NF- kB’

e R . - mT g wr e . .
WANG Cheng Xing , LI Xiao-Yan, GU Huar Hua, DENG XrYun, CAO Ya
{ Cancer Research Institute, Hunan Medical University, Changsha 410078, China)

Abstract The Epstein-Barr virus latent membrane protein 1 ( LMP1) oncoprotein causes multiple cellular
changes, including activation of the NF-KB transcription factor. To elucidate its possible mechanism, the
interaction between LMPI and the tumor necrosis factor receptor associated factor ( TRAF) molecules was
detected by the immunoprecipitation- Western blotting assay. Results showed that LMP1 was co precipitated
with TRAFI, 2, 3 in the LMPI-HNE2 cell line. In the meantime, KB reporter gene analysis revealed that over
expression of TRAF1 or TRAF2 augmented LMPIl-mediated NF-KB activation from LMPI, suprisingly,
overexpression of either TRAF3 or an dominant negative T RAF3 inhibited the NF-KB activation, indicating that
TRAF1 or TRAF2 is a positive modulator of LM P1-mediated NF-KB activation, whereas, TRAF3 is a negative
modulator. Rather both CTARI ( carboxy-terminal activating region 1) and CTAR2 domains of LMPI can
independently activate NF-KB by interacting with TRAF proteins. These data indicate that LMP1 interacts
TRAFI1, 2, 3 which are important for LMPl-mediated NF-KB activation, and further suggest that signaling
from TRAFs may be involved in the progression to malignancy in cells of epithelial origin such as nasopharyngeal
carcinoma (NPC).

Key words nasopharyngeal carcinoma, latent membrane protein 1, tumor necrosis factor receptor associated

factors, NF-KB
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