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Fig. 1 Schematic representation of Nmi and IFP 35
Schematic representation of Nmi (a) and IFP35 (b) constructs used in
this study. Coiled-coil, NID1, NID2 and leucine zipper (L-zip) domains

are labeled.
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Fig. 2 Nmi N terminus region 1~ 192 can bind full length IFP35
(a) SDS-PAGE verification of GST pull down of Nmi (1 ~ 192)/IFP35 (1 ~288) complex. 6*His-Nmi (1 ~192) and GST-IFP35 (1 ~288) were
co-expressed in BL21(ED3) cells and bound onto Glutathione affinity resin. 6*His-Nmi(1 ~ 192) and GST were co-expressed and bound onto Nickel
affinity or Glutathione resin as control. /: GST pull down; 2: Nmi input(Ni beads); 3: GST control. (b) SDS-PAGE verification of purification of Nmi
(1~ 192)/IFP35(1~ 288) complex. Left, protein complex was eluted from GST beads with additional 15 mmol/L reduced glutathione and digested with
100 g Ppase overnight at 4°C . Right, Nmi (1 ~192)/ IFP35(1 ~288) complex after Nickel-affinity column and gel filtration. /: Ppase digested; 2:

IFP35 (1~288)/Nmi (1~ 192) complex. M: Molecular mass marker.
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Fig. 3 IFP35 N terminus region 1~ 170 and 1~ 80 can bind full length Nmi
(a) SDS-PAGE verification of GST pull down of Nmi (1~ 307)/IFP35 (1~ 170) and Nmi (1~ 307)/IFP35 (1~ 80) complex. 6*His-Nmi (1~307) and
GST-IFP35(1~170), 6*His-Nmi (1~ 307) and GST-IFP35 (1~ 80) , 6*His-Nmi (1~ 307) and GST (as control) were separately co-expressed in BL21
(ED3) cells and bound onto Glutathione affinity resin. 7: Nmi (1~ 307)/IFP35 (1~ 170) GST pull down; 2: Nmi (1~ 307)/TFP35 (1 ~80) GST pull
down; 3: GST control; 4: Nmi input (Ni beads). (b) SDS-PAGE verification of GST pull down and purification of Nmi (1~ 307)/IFP35 (1~ 170) and
Nmi (1~307)/IFP35 (1~ 80) complex. 6*His-Nmi (1~ 307)/ GST-IFP35 (1~ 170) (left) and 6*His-Nmi (1~ 307)/[FP35 (1~ 80) complex (middle)
were eluted from GST beads with additional 15 mmol/L reduced glutathione and digested with 100 wg Ppase overnight at 4°C . Afterwards, the complex
was purified through Nickel-affinity column and gel filtration. Right, Nmi (1 ~307)/IFP35 (1 ~80) complex after Nickel-affinity column and gel
filtration. /: Ppase digested; 2: Nmi (1~ 307)/IFP35 (1~ 170) complex; 3: Ppase digested; 4: Nmi (1~ 307)/IFP35 (1~ 80) complex; M: Molecular

mass marker.
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Fig. 4 Subcellar localization of Nmi

and IFP35 in RAW246.7 cells
RAW264.7 cells were fixed with paraformaldehyde (PFA) and
immunofluorescence was conducted. (a) DNA was stained with DAPI
(blue). (b) Nmi was stained with mouse anti-Nmi followed by goat
anti-mouse Alexa 488 (green). (c) IFP35 was stained with rabbit
anti-IFP35 followed by goat anti-rabbit Alexa 594 (red). (d) Overlay of
Nmi and IFP35. (e) Overlay of DNA, Nmi and IFP35.
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Fig. 5 IFN and H,0, affected the subcellar
localization of Nmi
(a) 293A cells were cultured in 6-well plates and treated with 500 U/ml
IFN-B(IFN+) or without(IFN-) for 24 h. Afterwards, final concentration
of 0 wmol/L (Left lane) or 5 pmol/L (Right lane) H,O, was added. After
2 h incubation, cells were fixed with PFA and immunofluorescence was
conducted. Nmi was stained with mouse anti-Nmi followed by goat
anti-mouse Alexa 488 (green). (b) Overlay of Nmi and DAPI (blue).
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Interaction Regions of N-Myc Interactor (Nmi) and Interferon-induced
Protein 35 (IFP35) and Subcellular Localization of Nmi®

SHEN Juan"?, LIU Ying-Fang"™
(" Institute of Biophysics, Chinese Academy of Sciences, Beijing 100101, China;
2 Graduate University of Chinese Academy of Sciences, Beijing 100049, China)

Abstract Human N-Myc Interactor (Nmi), an interferon (IFN)-induced protein, participates in downstream
JAK-STAT pathway and inhibits proliferation of cancer cells. Nmi can bind Interferon-Induced Protein 35
(IFP35) and protect the latter from degradation. Previous research showed that these two proteins associated
through their C-terminal domains. In this study, we constructed full length clones and N-terminal truncates of
both Nmi and IFP35. Co-expression and GST pull down experiments showed that N-terminal domains of Nmi
and IFP 35 are respectively sufficient for their association. We overexpressed and purified recombinant protein
complexes afterward. Through immune fluorescence, we found that Nmi and IFP35 co-localized in nucleus in
RAW264.7 cells. We also noticed that Nmi localized in nucleus and enriched on surface in normal 293A cells.
Although Nmi granularly aggregated in cytoplasm after 24 h induction by interferon as reported, it came back to
nucleolus by adding low concentration hydrogen peroxide (H,0,). That result indicated that subcellular
localization of Nmi can be affected by the oxidation environment of cells.
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