Supplementary Fig. 1. Synthesis of fluorescent probe. The schema is shown of the
synthesis of bisubstrate inhibitor COA-HNE used as a fluorescent probe for the studies of
active center of AANAT forms. Synthesis was based on a published procedure (18).

Supplementary Fig. 2. Characterization of synthesized probe using LC-MS. Panel A
shows elution peak from HPLC, characterizing the purity of the sample, panel B shows
expected m/z value of the ion characterizing the final product of the chemical synthesis.

Supplementary Fig. 3. Sequence alignment of studied proteins. Sequence alignment
of ovine wildtype AANAT, ovine mutant AANATSs and yeast wild-type AANAT.
Sequences have been aligned using CLUSTALW, and then manually adjusted.
Residues highlighted in grey are identical between yeast and sheep. Residues inversely
highlighted bold and black in the Loop 1 area are those which have been

mutated; asterisks denote the deletions in mutant.

Supplementary Fig. 4. SDS-PAGE of studied protein samples. Coomassie Blue-
stained SDS-PAGE with analysis of all studied proteins on a 14% gel. The analysis
indicates the quality of prepared GSTfusion protein samples. Molecular weight marker
High-Range Rainbow (Amersham Biosciences) has been used.
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Sup Fig 2
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Sup Fig 3
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