Objective 3. Purified enzyme product and identification of
sequences

Tridimensional model of the hydrolase from A. flavithermus T1

A.flavithermus Tl MMEMIPPOPFTFEAGERAV LLLHGFTGNSADVEMLGRF L) SKGYTCHAPIYECHGVEPEE &0
A.flavithermus_ WK1 MMEMIPEQEFTFEAGERAVLLLHGFTENSADVRAMLGRT L) SKEY TCHAPI TRGHEVEREE &0
Anoxybacillus_sp._ PDF1l MVEMIPFQPFTFEAGERAVLLLHGFTGNSADVRMLGRFLQAKGYTCHAPIYRGHGVEFEE &0
G.stearothermophilus -MKIVPFRPFFFEAGERAVLLLHGF TGNSADVAMLGRFLESKGY TCHAPI TEGHG VEPEE 55
G.kaustophilus HTALZ6 -MEIVEPREFFFEAGERAVILLHGFTANSADVEMLGRTLE SKGYTCHARITRGHEVEFEE 5%

G.thermoglucosidans —MEVVPPEPFTFEAGERAVLLLHGFTGNSSDVRMLGRFLEAKGYTCHAPI TEGHGVEFEE 5%
G.thermolecvorans MMEIVPEEPFFFEAGERAVLLLHGFTGNSADVRMLGRFLESKGYTCHAPI TEGHGVPRPEE &0
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A.flavithermus_T1 LVHTGPEDWWQDVINAYEHLEQR-HERKIAY VESLELGTTVEVVGEIVEMCARPMY 113

A.flavithermus WK1 LYHTGPEDWWODVINAYEY LEQT-HERIAY
Anoxybacillus_sp. PDFl LVHTGPEDWWQDVMNAYEHLEQT-HEEIAV
G.stearothermophilus LVHTGPDOWWODVHMNGTEF LENKGTEEIAY
G.kzustophilus HTALZE LVETGEDOWWQDVMNGTQF LENKGTERIAY

VFSLELGYTYPVVGIVEMCAPMY 115
VFSLKLGYTVPVVGIVPMCAFMY 119
VFSLELGYTVPIEGIVTMCREMY 118
VESLKLGYTWPIQGIVIMCREMTY 119

G.thermoglucosidans LVETGPDOWWQDVINAYEF LENKGYERIAY VESLELEYTVPVVGIIFMCARMY 119
G.thermolecvorans LVET GPDDWWQDVMNGYQF LENKGTERIAY. VESLKLGY TVETQGIVIMCREMT 120
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A.flavithermus T1 IFSEQTMEEG VLAY ARETKKREGESEDQIEREMVEFRXTPMKETLEALQQLIREVRDELIDF 175
. flavithermus WE1 IRSEQIMIEGVLATARETKKREGKS EEQ IEREMAEFARKTPMRTLEALGQLIADVRDHELDF 175

Anoxybacillus_sp._ PDFl IEKSEQTMYEGVLAYAREYXKXREGKDEEQIEREMMEFAXTPMXTLEALQQLIAEVRDHLDF 173
G.stearothermophilus IRSEETMIEGVLEY ARETKKREGKS EEQIEQEMERFRQTPMRTLEALEL IADVRDELDL 175
G.kaustophilus HTR4Z6 IRSEETMYEGVLEYAREYKKREGESEEQIEQEMERFEQTPMETLEALQELIADVRAELDL 179

G.thermoglucosidans IFSERETMYEGVLEYAREYKKREGKTFEQIEFEMEAFQETPMETLEALQQLTADVRERIDL 175
G.tharmolecvorans IFSERTMYEGVIEYAREYHXREGESEEQIEQEMERTEQTPMETLEALQEL TADVERELDL 1680
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A.flavlthermus_Tl ITAPVEVYQARHDDMINPDSANIITNGVES PVEQMEXNTEE SGHVITLDEEKEQLEEDITA 239
A.flavithermuz WK1 ITAPVEVVQRARHDOMINPDSANIIYNGVESPVRQIXWYEE SGHEVITLDEEREQLEEDITA 239

Anoxybacillus_sp. POF1 ITAPIFVVQARHDDMINPDSANIIYNGVESEPVEQMEWYEESGHVITLDEERKEQLEEDIYT 239
G.stearothermophilus I¥APTEVVQRRHDEMINPDSANIIYTNEIES PVEQIKWYEQ SGHVI TLDQERD)LEEDITA 235
G.kaustophilus_HTA4ZE VYAPTFVVQRRHEDEMINFDSENIITHNEIES PVEQIXWYEQSGEVITLDQERDQLEEDITA 235

C.thermoglucosidans ITAPTFVVQRRHDEMINPDSANIIYNGIES PVERKIKWYEESGEVI TLDEEREQLEEDIYE 239

G.thermolecvorans VERPTEVVQRFHDEMINPDSANIIYNEIES PVEQIKWYEQ SGHVI TLDQERDQLEEDITA 240
2EXE AFEXIXXIX 0 XALALFTILELSY X TR E L c XX AXEAT XTI F o4 X o2k 0L

A.flavithermus_ T1 FLESLDW 240

A.flavithermus WK1 FLESLDW 246

Anoxybacillus_sp. PDF1 FLESLDW 246
G.stearothermophilus FLESLDW Zdo
G.kaustophilus HTA42¢ FLESLDW 246
G.tharmoglucosidans FLESLDW Z4a
G.thermoleoyorans FLESLDwW 247
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Multiple sequence alignment for A. flavithermus T1 Est/Lip and closely related carboxyl esterases, showing the highly
conserved GXSXG sequence



