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Figure EV1. Gel-filtration profile of the FluAPol-NS2 complex.
(A) Size-exclusion chromatography of the FluAPol-NS2 complex. (B) SDS-PAGE profile of the FluAPol-NS2 complex.
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| Figure EV2. Cryo-EM analysis of the FluAPol-NS2 complex.

(A) A representative cryo-EM micrograph of the FluAPol-NS2 complex is shown. The complex particles are indicated by red circles. Scale bar: 20 nm. (B-E) Typical 2D
class average images (B), FSC curves (C), Euler angle distribution (D), image processing workflow (E) of the FluAPol-NS2 complex.
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Figure EV3. Flexibility of the domain-swapped NS2 dimers.

The FIuAPol-NS2 hexamer complex could be divided into three parts based on the EM density maps, each of them containing a FluAPol dimer and a domain-swapped NS2
dimer. We overlaid three parts, and three FluAPol dimers could be superimposed well. NS2 shows almost the same conformation at one end but significantly different
conformation at the other end.
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Figure EV4. Structure of the full-length influenza NS2.

(A) The crystal structure of the HIN1 NS2 CTD (PDB ID:1PD3) is shown. The NS2 CTD could form a dimer mainly through hydrophobic interactions. (B) Schematic
diagram of the domains of the NS2 protein. (C) Structural overlay of the previously solved structure of the NS2 CTD dimer with the domain-swapped NS2 dimer solved.
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Figure EV5. Conformational changes of the influenza polymerase dimer induced by NS2 binding.

(A) A superimposition of structures of FluAPol-NS2 complex and apo FluAPol is shown. (B, C) Close up of site | (B) and Il (C).
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