Subfamily

100 Aspergillus oryzae p-glucosidase (BAE57053)
Thermoascus aurantiacus B-glucosidase (AAY33982)
Coccidioides posadasii f-glucosidase (AAB67972)
Aspergillus niger B-glucosidase (Xp_001398816.1) % Rf — Rhi(S)
Phanerochaete chrysosporium glucan (BAB85988)
Aspergillus nidulans p-glucosidase (EAA63399) 4
Trichoderma reesei B-glucosidase (AAA18473)
Wickerhamomyces anomalus (-glucosidase (CAA26662)
100| 98 I:Sacchﬂmmycopsis fibuligera f-glucosidase (AAA34315)
100 Saccharomycopsis fibuligera §-glucosidase (AAA34314)
L 1a edodes B-xylosidase (AET31459)
82 Septoria lyeopersici B-glucosidase (AAB08445)
Gaeumannomyces graminis avenacinase (AAA63146)
Rasamsonia emersonii avenacinase (AAM94393) — 3
Aspergillus fumigatus B-glucosidase (EAL91070)
Kuraishia capsulata -glucosidase (AAA91297)
100 Aspergilius oryzae f-glucosidase (BAES8551)
lﬂ{ BglG167b-This study* Rb1 — Rd — Rgs(S)
33

100

Cellulomonas biazotea cellobiase (AAC38196)

Flavob: ium joh iae B-glycosidase (ABQD3809)* Rbi1 — Rgs(S)
Microbacterium est: i ﬁ-glucosldase (AEX88466)*Rb1 — Rgi(5)
Microb. Tum ester th p-gl idase (AEX88467)*Rb1 —» Rd —F:
Bifidobacterium I B-galactopyranosidase (ABEG0716) Rb> — Rd — 5
Uncultured bacterium Ij glucosidase (ABE60716)

Uncultured rumen bacterium B-glucosidase (ADM89625)
Prevotella albensis exo-1,4-B-glucosidase (CAC0O7184)
Thermotoga petrophila [3-glucosidase (ABQ46916)
Flavobacterium johnsoniae P-glucosidase (AAK96639)* Rbi — Rd — Rgs(S)

100 Arabidopsis thaliana p-xylosidase (AED97922)
100 idopsis thaliana a-L-arabinofuranosidase (AAK96639)

\— Med}czlgo sativa f-xylosidase (ABQ45227)
Populus tremula p-xylosidase (CAJ41429)
Zea mays P-xylosidase (ACL54109)
| Aureobasidium pullulans B-1 4-xylosidase (BAI82526) = ]
Al ium cellulolyticus i-xylosidase (BAK96214)

L \_ 100 - Aspergillus awamori -xylosidase (ACF61038)

Aspergillus awamori f-xylosidase (BAE19756)
85 Aspergillus fumigatus p-1,4-xylosidase (ABA40420)

92 Aspergillus nidulans p-xylosidase (EAA64470)
100 ——Escherichia coli 3-glucosidase (AAA60495)
L Salmonella typhimurium B-glucosidase (AAL21070)
Uncultured bacterium p-glucosidase (AAZ32298)
Chrysosporium lucknowense f-glucosidase (AEN99939)
Streptomyces coelicolor B-glucosidase (CAB36688)
Streptomyces lividans B-xylosidase (AAC99628) P— 6
Streptomyces thermoviolaceus p-xylosidase (BAB61064)
Alicyclobacillus acidocaldarius B-xylosidase (AEJ44817)
Anaerocellum thermophilum p-xylosidase (ACM61424)
Thermotoga thermarum f-xylosidase (AEH50242)
Fervidobacterium gondwanense f-xylosidase (AFY97406)
98 Bacillus sp. GL1 f-glucosidase (BAA36161)

100 Paenibacillus sp. C7 p-glucosidase (AAX35883)
Mucilaginib sp. QM49 B-gl idase (JX403802)* Rb1 — Rd — Rgx(S)
Unidentified microorganism [-glucosidase (ABU68673)
100 100 -Azospirillum irakense -glucosidase (AAF21799)
Erwinia chrysanthemi p-glucosidase (AAA80156)
100 A:perg:nw nidulans p- glucos-dase (EAA64969)

00 T guib keddieii p-gl 8ly idase (ACZ20402)# Rbi — GypXVII — GypLXXV

100 Acti mirum B-glucosidase (ACU36898)+ Rb1 — GypXVII — GypLXXV
al—l1 ; i N

Terrabacter g B-gly (ACZ66247)Rb1 — GypXVII — GypLXXV

90| 55

100

Fig. S1. Phylogenetic analysis of BglG167b in characterized glycoside hydrolases in family 3.
Amino acid sequences were obtained from the NCBI database and CAZy database (accession
numbers are indicated on the tree). This tree was made using the neighbor-joining method

with a Kimura two-parameter distance matrix and pairwise deletion.



7 Table S1. Effects of metal ions and chemical agents on the activity of purified recombinant
8  BglG167b.

. Relative activity = SD (%)
Metal ion and reagent

1 mM 10 mM
NaCl 100.0+£6.3 94.4+1.6
KCl 104.9+1.7 95.74£3.3
MgCl, 90.94+2.8 93.9+1.4
CaCl, 94.4+5.7 61.0+4.7
ZnCl, 44.6+6.0 26.31£9.6
CoCly 93.1+£5.4 38.2+4.5
CuCl, 13.8+1.0 14.0£1.0
SDS 33.849.0 19.940.6
EDTA 81.0+£3.7 28.94+2.8
DTT 85.9+1.1 46.9+£5.9
Control 100.0 100.0

9

10  Table. S2. Relative activity of purified recombinant BglG167b towards various chromogenic

11 substrates as measured by oNP or pNP release at 37°C. ND: not determined.

Substrate? Relative activity + SD (%)°

1 pNP-a-D-glucopyranoside 8.1+£2.6
2 PpNP-a-D-mannopyranoside ND

3 PpNP-a-D-xylopyranoside ND

4 PpNP-a-L-arabinofuranoside ND

5 PpNP-a-L-arabinopyranoside ND

6 PNP-a-L-rhamnopyranoside ND

7 pNP-p-D-fucopyranoside ND

8 PpNP-4-D-galactopyranoside ND

9 PpNP-p-D-glucopyranoside 100.0+ 7.2
10 pNP-N-acetyl--f#-D-glucosaminide ND

11 pNP-f-D-mannopyranoside ND

12 PpNP-4-D-xylopyranoside ND

13 PpNP-f-L-arabinopyranoside ND

14 oNP-a-D-galactopyranoside ND

15 oNP-f-D-fucopyranoside ND

16 oNP-f-D-galactopyranoside ND

17 oNP--D-glucopyranoside 229+0.9

12 ?Final concentration, 2.0 mM.
13 PActivity toward pNP-B-D-glucopyranoside was set as 100%.

14
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