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Supplementary Figure 1

Heat Shock

35% of enzymatic activity is
lost when protease is heated at
80.0 & 53°C for 5 min
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Supplementary Fig. 1 Heat shock. Residual enzymatic activity of MP™ protease after 5 min

incubation at different temperatures.



Supplementary Table 1

MP™ [nhibition Assay of the peptides from the first 5 rounds of selection

Pl\elg::](ie Peptide Sequence ?:?;grlzgigf; IC50 (uUM)
M1 gaRQGLDEDLHRW Linear 250
M2 gaAKAHPQANV Linear not detected
M3 gaRQDLDYQRRRGAGISSTLVQSRK | Linear 750
M4 gaHCTFKLKDRKWVARSgsgsrg Cyclic not detected
M5 gaTANAFLSgsgsrg Cyclic 150
M6 galRGILRVVAL Linear not detected
M7 gaCKDCSFG Linear not detected
M8 gaLPNAAPSLVGSGSRG Cyclic not detected
M10 gaGRKKRRQRWRGAGEQKHPP Linear not detected
M11 gaLPPSLVQTWVVVVAL Linear not detected
M14 gaPVHPQMQTETGTAHCgsgsrg Cyclic 1200

Tested sequences are shown in capital letters. Lower case letters represent linker sequences.



Supplementary Table 2

Primers used for plasmid construction and PCR

Name Sequence

P23 CCGCGAATGGTGAGATTGAGAA

P24 ACGCAAAAAGGCCATCCGTCAG

P33 aactaagcttTTCCTCCTGTTAGCCCAAAAAAC

P34 aatactcgagGCTGTTTTGGCGGATGAGAGAA

P108 aatactcgag TTATTTTGGAGGATGGTCGCCACCA

T111 GGAAaagcttATGTCGGGATTCCGTAAGATG

T112 ataatctagaACCTTGGAAGTAAAGGTTTTCac

P209 aataaagcttATGtctagaGGTTCTGGCTCAGGTTCTTCC

T227 TTAAaagcttATGCAAATCTTCGTCAAGACCTTG

T228 CCTTAttaattaaTTATCCACCGCGAAGACGTAAAAC

T229 TTAAttaattaaTAAGGAGGTacgcgtATGTCGGGATTCCGTAAGATGG
P276 ATGCAAATCTTCGTCAAGACCTTG

p277 GCTCCACTTCCAGTGTGATAGTC

T333 accagaacctgagccagaaccagaCTGAAACGTCACACCTGAACATTG
T334 tctggttctggcetcaggtictggtGCGAGCTTGGTTAAGAAAGATATG

T335 CTAATAACctcgagTTACGTCGCTTTTTCCGGCACAT

T336 atgcttTTCCTCCTGTTAttaattaaTTATCCACCGCGAAGACGTAAAAC
T337 ttaattaaTAACAGGAGGAAaagcatATGTCGGGATTCCGTAAGATGG




Supplementary Table 3

Mutagenic Primers

Name

Sequence

T232

MNNMNNMNNMNNMNNMNNMNNMNNgccggcACCACGCCGACGTTGACGACGCTT

1233

NNKNNKNNKNNKNNKNNKNNKNNK(ggtagtggctctagaggtGGTAAG

1234

ACNTTNAANCGNAANACNTGNACNgccggcACCACGCCGACGTTGAC

1235

CGNTTNCANCANTGNTGNGGNAANgccggcACCACGCCGACGTTGAC

T236

AGNCTNAANCGNGGNCANCTNAANQgccggcACCACGCCGACGTTGAC

237

TGNCTNCANGGNCGNGCNGTNATNgccggcACCACGCCGACGTTGAC

T238

ATNCTNCANTTNAANGGNGCNATNgccggcACCACGCCGACGTTGAC

1239

TGNCTNAANGCNCANCGNTGNGGNgecggcACCACGCCGACGTTGAC

1240

GCNTTNCANTANCGNTTNACNTANgccggcACCACGCCGACGTTGAC

T241

CGNCTNTANGANAGNGTNAGNAGNgccggcACCACGCCGACGTTGAC

1242

TGNCTNCANCGNCGNAANGTNGCNgccggcACCACGCCGACGTTGAC

1243

GGNCTNCANACNAGNAANAGNGTNgceggeACCACGCCGACGTTGAC

1244

TGNCTNCANTTNAGNGTNAANTGNgccggcACCACGCCGACGTTGAC

T245

ANCTNGANACNTANCANCTNAANAgccggcACCACGCCGACGTTGAC

T246

CNATNGCNGCNCTNCTNAGNTANTgccggcACCACGCCGACGTTGAC

1247

ANACNGANCCNTGNCCNCCNTANTgccggcACCACGCCGACGTTGAC

T248

TNCCNGCNGGNTCNCGNGGNTANCgccggcACCACGCCGACGTTGAC

1249

IANTCNGCNGTNTANCGNCGNTANTgccggcACCACGCCGACGTTGAC

7250

TNCCNGANGGNGCNCCNTTNCGNCgccggcACCACGCCGACGTTGAC

T251

GNTTNGCNTTNACNGTNCANGTNAgccggcACCACGCCGACGTTGAC

1252

CNCCNGTNAGNCANTGNGANGANTgccggcACCACGCCGACGTTGAC

1253

TNCCNGCNACNTCNCANCGNTGNGgccggcACCACGCCGACGTTGAC

1254

GNACNGCNAANGANTANAANTGNTgccggcACCACGCCGACGTTGAC

T255

TNCCNGCNATNTANGGNAANATNTgccggcACCACGCCGACGTTGAC

T256

NAANTCNAANAGNTTNTGNAGggtagtggctctagaggtGGTAAG

1257

NGTNTTNGTNAGNTGNCANTCggtagtggctctagaggtGGTAAG

T258

NAANTGNCGNATNTTNAGNGTggtagtggctctagaggtGGTAAG

1259

NTTNCGNGCNAGNTTNCANCGQggtagtggctctagaggtGGTAAG

7260

NATNAGNTANCANCCNTGNCAGggtagtggctctagaggtGGTAAG

T261

NGANATNCGNCCNAGNTTNCTggtagtggctctagaggtGGTAAG

1262

NCANATNCGNCTNCANTTNTGggtagtggctctagaggtGGTAAG

1263

NTTNGANCGNGCNTCNTANGCqggtagtggctctagaggtGGTAAG

1264

NAANACNTTNCTNGGNTTNTCggtagtggctctagaggtGGTAAG

T265

NTGNAANACNTTNCGNACNAT(ggtagtggctctagaggtGGTAAG

T266

NCTNAANCANGGNAANCTNGTggtagtggctctagaggtGGTAAG

1267

ANATNCANAANGANTGNGANGggtagtggctctagaggtGGTAAG

1268

GNTTNTCNTANGANGGNATNCggtagtggctctagaggtGGTAAG

1269

ANAANGTNGGNTGNTANGTNTggtagtggctctagaggtGGTAAG

1270

ANTGNGANCGNGTNTTNATNGggtagtggctctagaggtGGTAAG

271

IANTGNGTNATNACNCGNGGNAggtagtggctctagaggtGGTAAG

272

GNAANTGNGANCGNGGNTCNTggtagtggctctagaggtGGTAAG

1273

GNAGNTGNGTNTANATNTTNGggtagtggctctagaggtGGTAAG

1274

GNTGNAGNGTNCGNCTNATNCggtagtggctctagaggtGGTAAG

1275

GNAANCGNTANTGNGCNTTNCggtagtggctctagaggtGGTAAG

1276

TNGGNAANCGNTGNGTNCANT(ggtagtggctctagaggtGGTAAG




277

TNTCNAGNATNGCNACNTGNTggtagtggctctagaggtGGTAAG

1343

ggtagtggctctagaggtGGTAAG

T344

NCANCANACNCTNTCNTTNCTggtagtggctctagaggtGGTAAG

T345

NCANACNCTNTCNTTNCTggtagtggctctagaggtGGTAAG

T346

NACNCTNTCNTTNCTggtagtggctctagaggtGGTAAG

347

NCTNTCNTTNCTggtagtggctctagaggtGGTAAG

1348

NTCNTTNCTggtagtggctctagaggtGGTAAG

1349

NTTNCTggtagtggctctagaggtGGTAAG

1350

NCTggtagtggctctagaggtGGTAAG

T351

ANAGNAANCGNTTNCCNTTNTggtagtggctctagaggtGGTAAG

352

GNAANCGNTTNCCNTTNTggtagtggctctagaggtGGTAAG

T353

IANCGNTTNCCNTTNTggtagtggctctagaggtGGTAAG

1354

GNTTNCCNTTNTQggtagtggctctagaggtGGTAAG

T355

TNCCNTTNTggtagtggctctagaggtGGTAAG

1356

CNTTNTggtagtggctctagaggtGGTAAG

357

[TNTggtagtggctctagaggtGGTAAG

T358

NCAGNANACGNTNTCCNTNCT(ggtagtggctctagaggtGGTAAG

T359

GNANACGNTNTCCNTNCTggtagtggctctagaggtGGTAAG

1360

NACGNTNTCCNTNCT(ggtagtggctctagaggtGGTAAG

T361

GNTNTCCNTNCTggtagtggctctagaggtGGTAAG

1362

NTCCNTNCTggtagtggctctagaggtGGTAAG

T363

CNTNCTggtagtggctctagaggtGGTAAG

T364

ANANCAANCNCTTNCNTTTNT(ggtagtggctctagaggtGGTAAG

T365

NCAANCNCTTNCNTTTNTggtagtggctctagaggtGGTAAG

T366

IANCNCTTNCNTTTNTggtagtggctctagaggtGGTAAG

1367

NCTTNCNTTTNTggtagtggctctagaggtGGTAAG

T368

TNCNTTTNTggtagtggctctagaggtGGTAAG

T369

NTTTNTggtagtggctctagaggtGGTAAG

1370

gccggcACCACGCCGACGTTGAC

T371

AGNAANGANAGNGTNTGNTGNgccggcACCACGCCGACGTTGAC

1372

AANGANAGNGTNTGNTGNgeccggcACCACGCCGACGTTGAC

1373

GANAGNGTNTGNTGNgccggcACCACGCCGACGTTGAC

1374

IAGNGTNTGNTGNgccggcACCACGCCGACGTTGAC

T375

GTNTGNTGNgccggcACCACGCCGACGTTGAC

1376

TGNTGNgccggcACCACGCCGACGTTGAC

377

TGNgccggcACCACGCCGACGTTGAC

1378

ANAANGGNAANCGNTTNCTNTgccggcACCACGCCGACGTTGAC

1379

ANGGNAANCGNTTNCTNTgccggcACCACGCCGACGTTGAC

380

GNAANCGNTTNCTNTgccggcACCACGCCGACGTTGAC

T381

ANCGNTTNCTNTgccggcACCACGCCGACGTTGAC

1382

GNTTNCTNTgccggcACCACGCCGACGTTGAC

1383

TNCTNTgccggcACCACGCCGACGTTGAC

1384

TNTgccggcACCACGCCGACGTTGAC

1385

AGNANGGANANCGTNTNCTGNgccggcACCACGCCGACGTTGAC

1386

IANGGANANCGTNTNCTGNQgccggcACCACGCCGACGTTGAC

387

GANANCGTNTNCTGNgccggcACCACGCCGACGTTGAC

7388

IANCGTNTNCTGNgccggcACCACGCCGACGTTGAC

1389

GTNTNCTGNgccggcACCACGCCGACGTTGAC

T390

TNCTGNgccggcACCACGCCGACGTTGAC

7391

ANAAANGNAAGNGNTTGNTNTgecggcACCACGCCGACGTTGAC

1392

AANGNAAGNGNTTGNTNTgecggcACCACGCCGACGTTGAC

7393

GNAAGNGNTTGNTNTgccggcACCACGCCGACGTTGAC




1394

AGNGNTTGNTNTgccggcACCACGCCGACGTTGAC

1395

GNTTGNTNTgccggcACCACGCCGACGTTGAC

1396

TGNTNTgccggcACCACGCCGACGTTGAC

1397

NGTNAANGTNTGNACNAGNATNTGNATNGTNGGTAAggtagtggctctagaggtGGTAAG

T398

NGTNTGNACNAGNATNTGNATNGTNGGTAAggtagtggctctagaggiGGTAAG

T399

NACNAGNATNTGNATNGTNGGTAAggtagtggctctagaggtiGGTAAG

T400

NATNTGNATNGTNGGTAAggtagtggctctagaggtGGTAAG

T401

NATNGTNGGTAAggtagtggctctagaggtGGTAAG

T402

NGGTAAggtagtggctctagaggtGGTAAG

T403

CNTCNAGNTCNGGNCGNGGNTCNGCNTCNTTNGTAAggtagtggctctagaggtGGTAAG

T404

CNAGNTCNGGNCGNGGNTCNGCNTCNTTNGTAAggtagtggctctagaggtGGTAAG

T405

CNGGNCGNGGNTCNGCNTCNTTNGTAAggtagtggctctagaggtGGTAAG

T406

GNGGNTCNGCNTCNTTNGTAAggtagtggctctagaggtGGTAAG

T407

CNGCNTCNTTNGTAAGggtagtggctctagaggtGGTAAG

T408

CNTTNGTAAggtagtggctctagaggtGGTAAG

T409

[TAAggtagtggctctagaggtGGTAAG

T410

NGTCNANGTCNGNACGNGNATCNGNATCNTNGGTAAggtagtggctctagaggtGGTAAG

T411

NGTCNGNACGNGNATCNGNATCNTNGGTAAggtagtggctctagaggtGGTAAG

T412

NACGNGNATCNGNATCNTNGGTAAGggtagtggctctagaggtiGGTAAG

T413

NATCNGNATCNTNGGTAAggtagtggctctagaggtGGTAAG

T414

NATCNTNGGTAAggtagtggctctagaggtGGTAAG

T415

TNGTAAggtagtggctctagaggtGGTAAG

T416

CNTNAAGNTNTGGNCNAGGNTNTGCNTNGTTNGTAAggtagtggctctagaggtGGTAAG

T417

NAAGNTNTGGNCNAGGNTNTGCNTNGTTNGTAAggtagtggctctagaggtGGTAAG

T418

NTGGNCNAGGNTNTGCNTNGTTNGTAAggtagtggcictagaggtGGTAAG

T419

NAGGNTNTGCNTNGTTNGTAAggtagtggctctagaggtGGTAAG

T420

NTGCNTNGTTNGTAAggtagtggctctagaggtGGTAAG

T421

NGTTNGTAAggtagtggctctagaggtGGTAAG

T422

TTACCNACNATNCANATNCTNGTNCANACNTTNACNgccggcACCACGCCGACGTTGAC

T423

ACNATNCANATNCTNGTNCANACNTTNACNgccggcACCACGCCGACGTTGAC

T424

CANATNCTNGTNCANACNTTNACNgccggcACCACGCCGACGTTGAC

T425

CTNGTNCANACNTTNACNQccggcACCACGCCGACGTTGAC

T426

CANACNTTNACNgccggcACCACGCCGACGTTGAC

T427

TTNACNgCcggcACCACGCCGACGTTGAC

T428

CNAANGANGCNGANCCNCGNCCNGANCTNGANGgccggcACCACGCCGACGTTGAC

T429

ANGCNGANCCNCGNCCNGANCTNGANGgccggcACCACGCCGACGTTGAC

T430

ANCCNCGNCCNGANCTNGANG(gccggcACCACGCCGACGTTGAC

T431

GNCCNGANCTNGANGgccggcACCACGCCGACGTTGAC

T432

ANCTNGANGgccggcACCACGCCGACGTTGAC

T433

IANGgccggcACCACGCCGACGTTGAC

T434

IANGATNCNGATNCNCGTNCNGACNTNGACNgccggcACCACGCCGACGTTGAC

T435

CNGATNCNCGTNCNGACNTNGACNgccggcACCACGCCGACGTTGAC

T436

CNCGTNCNGACNTNGACNgccggcACCACGCCGACGTTGAC

T437

CNGACNTNGACNQgccggcACCACGCCGACGTTGAC

T438

TNGACNgccggcACCACGCCGACGTTGAC

T439

CNAACNANGCANANCCTNGNCCANANCTTNANGgccggcACCACGCCGACGTTGAC

T440

IANGCANANCCTNGNCCANANCTTNANGgccggcACCACGCCGACGTTGAC

T441

IANCCTNGNCCANANCTTNANGgccggcACCACGCCGACGTTGAC

T442

GNCCANANCTTNANGgccggcACCACGCCGACGTTGAC

T443

ANCTTNANGgccggcACCACGCCGACGTTGAC

T444

IANGgccggcACCACGCCGACGTTGAC







