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Figure S1. AfCsx3 forms protein dimer in solution.
Analytical ultracentrifugation determines the approximate molecular mass of AfCsx3 dimer in solution. Sedimentation velocity (SV) experiments were conducted in buffer containing 100 mM NaCl, 25 mM Tris-HCl (pH 7.5), 4 mM DTT and 100 mM imidazole. The sedimentation coefficient and f/f0 were obtained with c(s) method using the Sedfit software.

Figure S2. Analytical gel filtration analysis of AfCsx3 dimerization. 
Wild-type and mutant AfCsx3 proteins were analyzed on SuperdexTM 200 (10/300 GL) column. Analytical gel filtration was performed in buffer containing 100 mM NaCl, 25 mM Tris-HCl (pH 7.5), 4 mM DTT and 100 mM imidazole. The alignment of corresponding curves was made by OriginPro 9.1.

Figure S3. Structure comparison of AfCsx3 with PfCas6, TtCas6e and PaCas6f. 
Structures of Cas6 from Pyrococcus furiosus (PDBID: 3I4H), Cas6e from Thermus thermophilus (PDBID: 1WJ9) and Cas6f from Pseudomonas aeruginosa (PDBID: 2XLK). The ferredoxin-like domains of the structures are colored in yellow and magenta, respectively.
Figure S4. AfCsx3 shows exoribonuclease activity.
AfCsx3 shows deadenylase activity towards an in vitro transcribed RNA substrate ending with 3’-oligo (A) tail (5'-GGAAAAGAAAAAAAAAA-3'). A10 indicates the intact RNA substrates containing ten 3’ adenylate residues and A0 indicates the fully deadenylated RNA product. Reaction with no protein added serves as control. The cleavage sites are indicated with arrows above the sequence.
[bookmark: _GoBack]


2

