Investigating the structure and pharmacology of SK channels
through molecular docking and in vitro patch clamp
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- SK channels underlie the medium duration component of the afterhyperpolarization (AHP, shown on Figure =~ 557" / intiations\ Resting state 2) Insertion of mutations in the genes coding for SK proteins
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1) and play an important role in modulating the firing rate/pattern of different types of neurons*>. They slow stimulus t Refractory by sited directed mutagenesis
down the return to the resting potential of the membrane and lower the frequency of the excitation peaks. AHP l
* SK channels have been shown to be involved in the development of some mental illnesses such as ° ' %me (mj ) ’
schizophrenia® and mood disorders. Figure 1. Excitation cycle of a neuron. 3) Expression of the proteins in HEK293 cells
A SK channel topology B * One monomer consists of 6 transmembrane domains, S1 to S6, with the N and C- l l

s terminal ends in the cytoplasm and the pore domain between the S5 and S6

AN i o helixes (Figure 2A)’.

* The pore of the channel contains a region called the selectivity filter (circled in
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red on Figure 2B), essential for the regulation of the flux of K+ ions. Functional
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*  SK channels can be blocked by a whole series of inhibitors, including apamin, a

neurotoxin found in bee venom® By studying the structure and the Analysis of the interactions between SK channels and

Figure 2. (A) General topology of SK proteins’, (B) 3D representation of the pharmacology of SK channels, we aim to develop new non-peptidic blockers blockers with molecular docking

Molecular Docking

55-56 domains with the selectivity filter in KcsA channel. . . .
capable of acting specifically on the different subtypes of SK channels.

AlphﬂFOld Models A 5354 Loop B

- The models obtained with AlphaFold highlight a * In order to complement the patch clamp experiments shown below, molecular
particular conformation of the extracellular $354 docking experiments were carried out with UCL1684, a chemical compound known
loop (shown in red on Figure 3A) that is conserved in to block SK channels currents. Simulation results show a similar position of
the three subtypes SK1-3 but different from the loop UCL1684 when docking with the three SK channel subtypes and confirm the
in SK4 (Figure 3C). This loop contains a phenylalanine Cytoplasm importance of the phenylalanine residue for the interaction with the compound.
residue located just at the exit of the pore of the B
channel as shown in Figure 3B-C. C SK2
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Figure 3. (A) Cartoon representation of the model obtained for human SK3 channel with AlphaFold. (B) Top view of SK Figure 4. (A) Surface representation of hSK2 channel with UCL1684 in the binding pocket. (B) Zoom
channels highlighting the S354 loop. (C) Zoom in on the 5354 loop in SK1 (blue), SK2 (orange), SK3 (pink) and SK4 (green). in on the binding pocket highlighting interactions between UCL1684 and hSK2 proteins.

Affinity and activity tests Mutants of hSK2 and hSK3 were generated by replacing the phenylalanine (F) of interest by either an alanine (A) or a tyrosine (Y). The affinity of mutant channels for apamin was screened

through binding assays and their activity was tested with in vitro patch clamp experiments (whole-cell configuration, symmetrical K+ and 10 uM free Ca2+ in the pipette).
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Figure 5. Binding assay with radiolabeled apamin. (A) Screening l I
of the mutants. (B) Saturation assay with hSK2 F243Y. 0.0 : 0.0 0.0 N : 0.0
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Screening of the mutants showed that only hSK2 | | :
o , hSK3 WT: 7,76 £2,08 mM | hSK2 WT : 189,0 + 39,9 pM hSK3 WT : 326,8 % 89,3 pM | hSK3 WT : 372,9 + 54,8 pM
F243Y bound to apamin (Figure 5A). Saturation IC50 4 hSK3 F392A :8,70 + 1,92 mM | IC50 IC50 | IC50
hsk3 F392Y - +17 M I hSK2 F243Y : 236,2 + 43,6 pM hSK3 F392Y : 1845 + 295 pM l hSK3 F392Y : 1406 + 45,1 pM
assays with this tyrosine mutant (Figure 5B) SK3F392Y:9,08+1,75m ! |
showed that it has a Ko value similar to that of Figure 6. (A-B) Concentration-inhibition curves with TEA on wild type, alanine and tyrosine mutants in hSK2 and hSK3 channels respectively. (C-D) Current signal before (black) and after (red) adding high concentration of apamin on hSK2 WT
native SK channels ( from 3.7 to 4.7 bM for the and hSK2 F243A channels. Curves are obtained by averaging 5 experiments. (E-F) Concentration-inhibition curves with apamin on wild type and tyrosine mutants in hSK2 and hSK3 channels respectively. (G-H) Current signal before (black) and
) /P after (red) adding high concentration of UCL1684 on hSK3 WT and hSK3 F392A channels. Curves are obtained by averaging 5 experiments. (I) Concentration-inhibition curves with UCL1684 on wild type and tyrosine mutants in hSK3 channels.
mutant, ~5pM for native channels). All error bars correspond to SEM.
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