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BACKGROUND RESULTS
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WH2 show multifunctional properties. During our FBpp0081875), SALS-PA (D. melanogaster, Flybase ID: FBpp0081876) the four tryptophans in actin.
previous research we completed the functional analysis

of the SALS WH2 domains (SALS-WH2)@. Based on our 2. EXPEFRIMENTAI ANALYSIS

results both of the SALS WH2 domains interact with actin
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actin, ar?d through their aCthltle.S S_hlft the 60 _éés FIGURE 2.1. Thermal stability of SALS-WH2. Representative polymerization kinetics of actin (2.5 uM, containing 5%
monomer:filament ratio towards monomeric actin. R i1 pyrenyl-actin) in the absence and presence of increasing amounts of SALS-WH2 and heat-treated SALS-WH?2, as indicated. As a
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control, the gray curve shows the polymerization kinetics of heat-treated actin (2.5 uM, containing 5% pyrenyl-actin). a.u., arbitrary
units. Heat treating conditions: the samples were heated at 95 °C for 20 min using a mini dry bath thermoblock. Immediately they
were placed on ice and incubated with 10 mM DDT for 5-10 minutes before use.
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- Heat-treated actin monomers are not able to form a filament.
- SALS-WH2 and the heat-treated SALS-WH2 inhibit actin assembly in a concentration-dependent manner.
- SALS WH2 domains do not lose activity after heat treatment, showing thermal stability.
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FIGURE 2.2. Investigation of conformational transitions by chemical and thermal denaturation by monitoring intrinsic Trp fluorescence. A, representative
CO NCLU S I ONS fluorescence emission spectra of Trp of G-actin and SALS-WH2 (0.4 mg/ml), as indicated. B, C, maximum emission wavelength of Trp plotted as a function of GUHCI concentration and - temperature,
respectively. Trp was excited at 295 nm, and the emission was recorded between 300 nm and 450 nm. Dashed lines in the corresponding colors show the sigmoidal fits to the data. S/R is a signal in

i3 ) . n n cps/reference in microAmpere. Error bars, standard deviation (n = 3).
In sifico StUdIeS’ We have shown that: Trp fluorescence emission of SALS-WH2 differs from that of G-actin even in the native state, which may indicate a structural difference.
 The SALS-WH2 adopt conformations Iikely ep r-esenting a - The different spectral responses of G-actin and SALS-WH2 to chemical and thermal denaturation further support that the two proteins have different conformational properties.

transition of globular- and swollen coil-like conformations. - For SALS-WH2, instead of a steep sigmoidal change, an almost straight line is obtained by plotting the maximum wavelengths as a function of GuHCI and temperature. This reflects the

e The structure of SALS-WH? is highly eontext-dependents it may lack of cooperative conformational transitions during unfoldinézigiggdizt;tﬁﬁgziggfg;«i}sg;:lzer-ed structure.
adopt a more ordered structure after binding to a partner
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showing thermal stability. G-actin (Ca™) |G : FIGURE 2.4. Differential scanning calorimetry (DSC). The
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