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Human CIC-1 has a 398 amino acid cytoplasmic carboxyl-tail, which includescystathionine
B-synthase (CBS) domains, confirmed as beiegy important by various function-affecting truncations,
mutations and functional complementation studiesinVestigate the mechanism of its significant functional
role, we used deletion scanning mutagenesis, alanine scanning mutagenesis, split chagyehrstiaBST
pulldown methods to determine the essential protein-protein interaction positienfoud that the strong
interaction between N, (containing CBS1) and G, j..(containing CBS2) was not affected when important
amino acids, in terms of channel function amatirgy, were deleted, |nclud_|ng7£_98&(800_806 C7_21_985ﬁ 807-813)
and C;21_98&(863_888) I_—Iowever, when CBS2 was deleted from G ..o .the mte_ractlc_)n as abolished 2N720+

721_98&(820_870;. Similarly, when CBS1 Was'deleted from N, the interaction ghsappeared 1,(%03(592-662)

721-988 and 7200(607-662) T C721-9_3§7 whlc;h demons_trated t_hat the functional channghed by co-
expressing N ,,,and C,, ,..was realized mainly by the interaction between CBS1 and CBS2. This does not
eliminate the possibility that the carboxyl tail could interact with other parts of the transmembrane region, such
as loops between transmembrane domains, so we went on to study the significance of the cytoplasmic loops
Alanine scan mutants of different cytoplasmic loops were produceq_;gml}gm_%z)(a transmembrane gn
construct truncated after S720 and missing CBS1 which retained some interactiopgwith) CAlanine scans
of loops DE (199-206), FG1 (251-255), FG2 (257-261), HI1 (293-296), HI2 (297-300) and JK (380-385)) were
co-expressed with €. ... (containing both CBS1 and CBS2), but no difference in interactas ebsered
compared to posite control, _N1—72(A(607—662) *_'_0598-988 To oon_clu_de! _mterac_tlor_l between CBS1 and_CBSZ is
strong, but, although other interacting positions are ceddei significant binding of the carboxyl tail to the
cytoplasmic loops of the transmembrane region of the protein appeakstbeba eliminated.
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