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Fig. S1 Amino acid sequence of cellulase A from Rodothermus marinus

Amino acid sequence of cellulase A (CelA) from Rodothermus marinus fused to signal peptide
of Vsi (SPVs)), the subtilisin inhibitor of Streptomyces venezuelae (Uniprot: SSI_STRVL);
highlighted in red).The cleavage site (-3 and -1) of the Vsi signal peptide predicted by
SignalP4.0 is included at Alanine 26 and Alanine 28 of the sequence. Two additional amino
acids of the mature Vsi domain (Glu-Ala, underlined) were maintained in the SPVsi-CelA fusion
protein. The CelA sequence starts from lysine at position 30 (bold K)(residue 29 in the original

CelA from Rhodothermus marinus sequence (Uniprot: O33897_RHOMR).
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Fig. S2. Scheme of cloning of vsi-celA in plJ486



Hamed et al Secreted thermostable cellulase

Vector plJ486 [1] was modified and converted into the Streptomyces-E.coli shuttle-vector
plJ486_pTrueBlue by digesting with EcoRI and BamHI and ligating the linear plasmid with
EcoRI and BamHI-digested pTrueBlue. This was to facilitate recombinant DNA handling steps
in E. coli. The E. coli replication unit was removed from DNAse-free plJ486_pTrueBlue DNA
produced in E. coli before transformation to Streptomyces with the same restriction enzymes
used for cloning. The vsi expression/secretion cassette was derived from pBSDK0.6Sma [2]
and was isolated as a BamHI/Mfel restriction fragment and ligated into BamHI and EcoRI-

digested plJ486_pTrueBlue to generate plasmid plJ486vsi-celA.
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Table S1 Annotated secreted cellulases-related hydrolases in S. lividans TK24.

Proteome annotation of S. lividans TK24, revealed 14 secreted cellulases (SToPSdb, Tsolis et al.,, in preparation;

www.stepdb.eu/slividans/slividanst24list.php). Five of them have been experimentally detected using mass spectrometry, in

various proteomics studies performed in our lab. N/A, not available

Gene ID Gene | Uniprot Protein name (SToPSdb) Experimental detection by mass

name | Accession spectrometry/reference
SLIV_23465 D6EWLY Secreted lipoprotein (TAT) - Glucanase YES/[3]; (Tsolis et al., in preparation)
SLIV_01130 | celA D6ESW5 Secreted protein (Sec) - Endoglucanase CelA YES/(Tsolis et al., in preparation)
SLIV_06970 | manA | AOA076M3U4 | Secreted protein (Sec) - Mannan endo-1,4-beta-mannosidase YES/(Tsolis et al., in preparation))
SLIV_05185 D6EGJ2 Secreted protein (TAT) — Glucosidase YES/(Tsolis et al., in preparation)
SLIV_01430 D6EU74 Secreted protein (Sec) - Glucan endo-1,3-beta-glucosidase YES/(Tsolis et al., in preparation)
SLIV_05695 | cbhB D6EGUS Secreted protein (TAT) - Exoglucanase B N/A
SLIV_34105 | cell D6EYB4 Secreted protein (TAT) - Glycoside hydrolase family 9 - N/A

Endoglucanase

SLIV_31860 | celB D6ESG9 Secreted protein (Sec) - Cellulase B N/A
SLIV_01515 | glcl D6EU91 Secreted protein (TAT) - Glucan endo-1,3-beta-glucosidase N/A
SLIV_05700 | xeg74 | AOAO76LTM1 | Secreted protein (Sec) - Xyloglucanase N/A
SLIV_35170 D6EDG7 Secreted protein (Sec) - Endoglucanase N/A
SLIV_05690 AOAO76LZR2 | Secreted protein (Sec) - Glucanase N/A
SLIV_30510 AOA076MHDG6 | Secreted protein (Sec) - Glucanase N/A
SLIV_01395 AOA076LX29 | Secreted Lipoprotein (Sec) - Glycoside hydrolase family 9 N/A



http://stopsdb.iceht.forth.gr/step2golist.php
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