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B Determine 5 hot-spot phosphorylation sites in silico
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B Which phosphorylation site can influence the function of human
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Fig.1 Topology (A) and sequence (B) of hCIC-1 channels. The hot-spot phosphorylation sites and
protein domain represented in previous studies. Amino-acid sequences are : h_CLC-1, H.
sapiens (GenBank number NP_000074), m_CLC-1, M. musculus (NP_038519), f CLC-1, D.
retio (NP_001076379) and w_CLCO01, C.elegans(NP_001022373).
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Fig.2 Point-mutation modified the voltage dependence of hCIC-1 channel genes under w/o PKC

activator PMA treatment.
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Fig.3, Sequence alignment, the logo of PKC phosphorylation sites and subunit organization. (A)
Sequence alignment of the cytoplasmic domains of T. marmorata (GenBank: X56758) and CIC-1
H.sapiens (GeneBank: M97820). (B) PSSM logo is a “graph” of the scores in the PKC. Each
stack of number represent bits score for residues at a single substrate position. (C) Structure
organization of hypothesis model. The green box marks the position of « -helix and yellow box

indicated the [ -sheet structures. The PKC regulated phosphorylation site S892 in C-peptide

region.
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TABLE 1

V,”2 +PMA V,”2 +PMA

WT -42 £12 | 1345 S720A | -28 +6 -4 +14

S886R | -3543 216 S798A | -30 +13 -4 19
T782A | -37+10 | -8 11 S902A | -50+11 | 1645
T782R | -63+1 | -28+14 | S903A | -57 +29 | -24 +11
S892P | -52+17 | -51 120 | S740A | -55 13 | -24+9
S896R | -45+13 | -13+12 | S933A | -52+7 | -13 12
S682A | -35+2 -8 £9 P727L -48 +2 -28 +8

[Insert Running title of <72 characters]

Table | Function assay of WT and point mutation hCIC-1 channels

FA MBI




