>PriM
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>PriM_mpk1: Mutations in the pocket region: arginine, two tryptophans and one tyrosine to alanine
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>PriM_mtip1: Mutations in the tip region: two lysine doublets to glutamic acid doublets
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>PriM_mtip2: Mutations in the tip region: entire tip region to polyglycine
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>PriM_unst1
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PriM vs PriM_mpk1

PriM       1    MKKTLTIALLGTIATTSVYADDLNAKIVNESVTKYSNNVETDADTNTNSPIYAFKSIAAD  60 
                MKKTLTIALLGTIATTSVYADDLNAKIVNESVTKYSNNVETDADTNTNSPIYAFKSIAAD 
PriM_mpk1  1    MKKTLTIALLGTIATTSVYADDLNAKIVNESVTKYSNNVETDADTNTNSPIYAFKSIAAD  60 

PriM       61   ASNIQANGEKLARGFVLTNNGAVKIPNSIKPKNMYMKDQATAAQGLEKYRAERDEINNNI  120 
                ASNIQANGEKLARGFVLTNNGAVKIPNSIKPKNMYMKDQATAAQGLEKYRAERDEINNNI 
PriM_mpk1  61   ASNIQANGEKLARGFVLTNNGAVKIPNSIKPKNMYMKDQATAAQGLEKYRAERDEINNNI  120  

PriM       121  KKLESQKKLGWRIKVVAEQAKLKSINTKIDILKGIENGDKAYAEEKIAQFNIVKNITVNG  180 
                KKLESQKKLGWRIKVVAEQAKLKSINTKIDILKGIENGDKAYAEEKIAQFNIVKNITVNG 
PriM_mpk1  121  KKLESQKKLGWRIKVVAEQAKLKSINTKIDILKGIENGDKAYAEEKIAQFNIVKNITVNG  180  

PriM       181  PKAYFNDIAKPVLSHLNAAWDSATSLNYVDYRSNIDMFWGARVVLWNGQYNINSKDAATA  240 
                PKAYFNDIAKPVLSHLNAAWDSATSLNYVDYRSNIDMF GA VVL NGQYNINSKDAATA 
PriM_mpk1  181  PKAYFNDIAKPVLSHLNAAWDSATSLNYVDYRSNIDMFAGAAVVLANGQYNINSKDAATA  240  

PriM       241  IEFNDITNYLTIQTIKSLQGSDTTKAVSLYADANTLTYTVTTIGDLSSVQKKIASPRTAL  300 
                IEFNDITNYLTIQTIKSLQGSDTTKAVSL ADANTLTYTVTTIGDLSSVQKKIASPRTAL 
PriM_mpk1  241  IEFNDITNYLTIQTIKSLQGSDTTKAVSLAADANTLTYTVTTIGDLSSVQKKIASPRTAL  300  

PriM       301  SICEASLISIRTNTKVTTARNIINRLSNKKAVKPILRHLLNQTSIDDIILYDLDKLGDNW  360 
                SICEASLISIRTNTKVTTARNIINRLSNKKAVKPILRHLLNQTSIDDIILYDLDKLGDNW 
PriM_mpk1  301  SICEASLISIRTNTKVTTARNIINRLSNKKAVKPILRHLLNQTSIDDIILYDLDKLGDNW  360  

PriM       361  ALKAATNAIRSTIGSDSILYVKGHTLMLISTSSMVDAFIKAIAENEIYKQVSDADRVLFG  420 
                ALKAATNAIRSTIGSDSILYVKGHTLMLISTSSMVDAFIKAIAENEIYKQVSDADRVLFG 
PriM_mpk1  361  ALKAATNAIRSTIGSDSILYVKGHTLMLISTSSMVDAFIKAIAENEIYKQVSDADRVLFG  420 

PriM       421  KNACNFTAAKNSNNPIVKAMIAASKQIAGQLPKGQVIDTVFEEKVYLALQSTMFENLSNV  480 
                KNACNFTAAKNSNNPIVKAMIAASKQIAGQLPKGQVIDTVFEEKVYLALQSTMFENLSNV 
PriM_mpk1  421  KNACNFTAAKNSNNPIVKAMIAASKQIAGQLPKGQVIDTVFEEKVYLALQSTMFENLSNV  480  

PriM       481  LPKEE  485 
                LPKEE 
PriM_mpk1  481  LPKEE  485

PriM vs PriM_mtip1

PriM       1    MKKTLTIALLGTIATTSVYADDLNAKIVNESVTKYSNNVETDADTNTNSPIYAFKSIAAD  60 
                MKKTLTIALLGTIATTSVYADDLNAKIVNESVTKYSNNVETDADTNTNSPIYAFKSIAAD 
PriM_mtip1 1    MKKTLTIALLGTIATTSVYADDLNAKIVNESVTKYSNNVETDADTNTNSPIYAFKSIAAD  60

PriM       61   ASNIQANGEKLARGFVLTNNGAVKIPNSIKPKNMYMKDQATAAQGLEKYRAERDEINNNI  120 
                ASNIQANGEKLARGFVLTNNGAVKIPNSIKPKNMYMKDQATAAQGLEKYRAERDEINNNI 
PriM_mtip1 61   ASNIQANGEKLARGFVLTNNGAVKIPNSIKPKNMYMKDQATAAQGLEKYRAERDEINNNI  120

PriM       121  KKLESQKKLGWRIKVVAEQAKLKSINTKIDILKGIENGDKAYAEEKIAQFNIVKNITVNG  180 
                ++LESQ++LGWRIKVVAEQAKLKSINTKIDILKGIENGDKAYAEEKIAQFNIVKNITVNG 
PriM_mtip1 121  EELESQEELGWRIKVVAEQAKLKSINTKIDILKGIENGDKAYAEEKIAQFNIVKNITVNG  180  

PriM       181  PKAYFNDIAKPVLSHLNAAWDSATSLNYVDYRSNIDMFWGARVVLWNGQYNINSKDAATA  240 
                PKAYFNDIAKPVLSHLNAAWDSATSLNYVDYRSNIDMFWGARVVLWNGQYNINSKDAATA 
PriM_mtip1 181  PKAYFNDIAKPVLSHLNAAWDSATSLNYVDYRSNIDMFWGARVVLWNGQYNINSKDAATA  240  

PriM       241  IEFNDITNYLTIQTIKSLQGSDTTKAVSLYADANTLTYTVTTIGDLSSVQKKIASPRTAL  300 
                IEFNDITNYLTIQTIKSLQGSDTTKAVSLYADANTLTYTVTTIGDLSSVQKKIASPRTAL 
PriM_mtip1 241  IEFNDITNYLTIQTIKSLQGSDTTKAVSLYADANTLTYTVTTIGDLSSVQKKIASPRTAL  300  

PriM       301  SICEASLISIRTNTKVTTARNIINRLSNKKAVKPILRHLLNQTSIDDIILYDLDKLGDNW  360 
                SICEASLISIRTNTKVTTARNIINRLSNKKAVKPILRHLLNQTSIDDIILYDLDKLGDNW 
PriM_mtip1 301  SICEASLISIRTNTKVTTARNIINRLSNKKAVKPILRHLLNQTSIDDIILYDLDKLGDNW  360  

PriM       361  ALKAATNAIRSTIGSDSILYVKGHTLMLISTSSMVDAFIKAIAENEIYKQVSDADRVLFG  420 
                ALKAATNAIRSTIGSDSILYVKGHTLMLISTSSMVDAFIKAIAENEIYKQVSDADRVLFG 
PriM_mtip1 361  ALKAATNAIRSTIGSDSILYVKGHTLMLISTSSMVDAFIKAIAENEIYKQVSDADRVLFG  420  

PriM       421  KNACNFTAAKNSNNPIVKAMIAASKQIAGQLPKGQVIDTVFEEKVYLALQSTMFENLSNV  480 
                KNACNFTAAKNSNNPIVKAMIAASKQIAGQLPKGQVIDTVFEEKVYLALQSTMFENLSNV 
PriM_mtip1 421  KNACNFTAAKNSNNPIVKAMIAASKQIAGQLPKGQVIDTVFEEKVYLALQSTMFENLSNV  480  

PriM       481  LPKEE  485 
                LPKEE 
PriM_mtip1 481  LPKEE  485





PriM vs PriM_mtip2

PriM       1    MKKTLTIALLGTIATTSVYADDLNAKIVNESVTKYSNNVETDADTNTNSPIYAFKSIAAD  60 
                MKKTLTIALLGTIATTSVYADDLNAKIVNESVTKYSNNVETDADTNTNSPIYAFKSIAAD 
PriM_mtip2 1    MKKTLTIALLGTIATTSVYADDLNAKIVNESVTKYSNNVETDADTNTNSPIYAFKSIAAD  60  

PriM       61   ASNIQANGEKLARGFVLTNNGAVKIPNSIKPKNMYMKDQATAAQGLEKYRAERDEINNNI  120 
                ASNIQANGEKLARGFVLTNNGAVKIPNSIKPKNMYMKDQATAAQGLEKYRAERDEINNNI 
PriM_mtip2 61   ASNIQANGEKLARGFVLTNNGAVKIPNSIKPKNMYMKDQATAAQGLEKYRAERDEINNNI  120 

PriM       121  KKLESQKKLGWRIKVVAEQAKLKSINTKIDILKGIENGDKAYAEEKIAQFNIVKNITVNG  180 
                         G   KVVAEQAKLKSINTKIDILKGIENGDKAYAEEKIAQFNIVKNITVNG 
PriM_mtip2 121  GGGGGGGGGGGGGKVVAEQAKLKSINTKIDILKGIENGDKAYAEEKIAQFNIVKNITVNG  180  

PriM       181  PKAYFNDIAKPVLSHLNAAWDSATSLNYVDYRSNIDMFWGARVVLWNGQYNINSKDAATA  240 
                PKAYFNDIAKPVLSHLNAAWDSATSLNYVDYRSNIDMFWGARVVLWNGQYNINSKDAATA 
PriM_mtip2 181  PKAYFNDIAKPVLSHLNAAWDSATSLNYVDYRSNIDMFWGARVVLWNGQYNINSKDAATA  240  

PriM       241  IEFNDITNYLTIQTIKSLQGSDTTKAVSLYADANTLTYTVTTIGDLSSVQKKIASPRTAL  300 
                IEFNDITNYLTIQTIKSLQGSDTTKAVSLYADANTLTYTVTTIGDLSSVQKKIASPRTAL 
PriM_mtip2 241  IEFNDITNYLTIQTIKSLQGSDTTKAVSLYADANTLTYTVTTIGDLSSVQKKIASPRTAL  300  

PriM       301  SICEASLISIRTNTKVTTARNIINRLSNKKAVKPILRHLLNQTSIDDIILYDLDKLGDNW  360 
                SICEASLISIRTNTKVTTARNIINRLSNKKAVKPILRHLLNQTSIDDIILYDLDKLGDNW 
PriM_mtip2 301  SICEASLISIRTNTKVTTARNIINRLSNKKAVKPILRHLLNQTSIDDIILYDLDKLGDNW  360  

PriM       361  ALKAATNAIRSTIGSDSILYVKGHTLMLISTSSMVDAFIKAIAENEIYKQVSDADRVLFG  420 
                ALKAATNAIRSTIGSDSILYVKGHTLMLISTSSMVDAFIKAIAENEIYKQVSDADRVLFG 
PriM_mtip2 361  ALKAATNAIRSTIGSDSILYVKGHTLMLISTSSMVDAFIKAIAENEIYKQVSDADRVLFG  420  

PriM       421  KNACNFTAAKNSNNPIVKAMIAASKQIAGQLPKGQVIDTVFEEKVYLALQSTMFENLSNV  480 
                KNACNFTAAKNSNNPIVKAMIAASKQIAGQLPKGQVIDTVFEEKVYLALQSTMFENLSNV 
PriM_mtip2 421  KNACNFTAAKNSNNPIVKAMIAASKQIAGQLPKGQVIDTVFEEKVYLALQSTMFENLSNV  480  

PriM       481  LPKEE  485 
                LPKEE 
PriM_mtip2 481  LPKEE  485




PriM_mpk1: Mutations in the pocket region: arginine, two tryptophans and one tyrosine to alanine

Use overlap extension to make one set of mutations in the plasmid, then the next (pKL114, then the final plasmid, pKL115). 
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