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Figure 3.

BciVI (Bful):

> Type-2 restriction enzyme BciVI (Bful); wild type (SEQ ID No. 14)
MNFFSLHPNVYATGRPKGLIGMLENVWVSNHTPGEGTLYLISGFSNYNGGVRFYETFTEHINQGGRVIAT
LGGSTSQRLSSROVVEELLNRGVEVHI INRKRILHAKLYGTSNNLGESLVVSSGNFTGPGMSQONIEASLL
LDNNTTQSMGFSWNDMI SEMLNQNWHIHNMTNATDASPGWNLLYDERTTNLTLDETERVTLIVTLGHADT
ARIQAAPGTTAGQGTQYFWLSKDSYDFFPPLTIRNRRGTKATYSSLINMNYIDINYTDTQ@RVTFEAENN
FDFRLGTGKLRYTGVAKSNDIAAITRVGDSDYELRIIKQGTPEHSQLDPYAVSFIGNRGKRFGYISNEEF
GRIIGVTF

> Type-2 restriction enzyme BciVI (Bful); C271[S/A],359C (SEQ ID Nos. 16 and 17)
MNFFSLHPNVYATGRPKGLIGMLENVAWVSNHTPGEGTLYLI SGFSNYNGGVRFYETFTEHINQGGRVIAT
LGGSTSQRLSSRQVVEELLNRGVEVHT INRKRILHAKLYGTSNNLGESLVVSSGNFTGPGMSQNTEASLL
LDNNTTQSMGFSWNDMI SEMLNQNWHIHNMTNATDASPGWNLLYDERTTNLTLDETERVTLIVTLGHADT
ARIQAAPGTTAGQGTQYFWLSKDSYDFFPPLTIRNRRGTKATYSSLINMNY IDINYTDTO [ RVTFE
AENNFDFRLGTGKLRYTGVAKSNDIAAITRVGDSDYELRI IKQGTPEHSQLDPYAVSFIGNRGKRFGYIS
NEEFGRIIGVTES
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Figure 4.
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Figure 5.

> Type-2 restriction enzyme Hindlll; wildtype (SEQ ID No. 2)
MKKSALEKLLSLIENLTNQEFKQATNSLISFIYKLNRNEVIELVRSIGILPEATKPSSTQEKLEFSKAG
DIVLAKAFQLLNLNSKPLEQRGNAGDVIALSKEFNYGLVADAKSFRLSRTAKNQKDFKVKALSEWRED
KDYAVLTAPFEFQYPTTKSQIFKQSLDENVLLFSWEHLAILLOQLDLEETNIEFSFEQLWNEPKKQSKKTS
VSDAENNFMRDENKYFMDLFKIDKDTLNQLLOQKEINFIEERSLIEKEYWKKQINI IKNFTREEATIEAL
LKDINMSSKIETIDSFIKGIKSNDRLYL

> Type-2 restriction enzyme Hindlll; L300C (SEQ ID No. 10)
MKKSALEKLLSLIENLTNQEFKQATNSLISFIYKLNRNEVIELVRSIGILPEATKPSSTQEKLEFSKAG
DIVLAKAFQLLNLNSKPLEQRGNAGDVIALSKEFNYGLVADAKSFRLSRTAKNQKDFKVKALSEWRED
KDYAVLTAPFEFQYPTTKSQIFKQSLDENVLLFSWEHLAILLOQLDLEETNIEFSFEQLWNEPKKQSKKTS
VSDAENNFMRDENKYFMDLFKIDKDTLNQLLOQKEINFIEERSLIEKEYWKKQINI IKNFTREEATIEAL
LKDINMSSKIETIDSFIKGIKSNDRLYE

> Type-2 restriction enzyme Hindlll; C-terminal extension 301C (SEQ ID No. 11)
MKKSALEKLLSLIENLTNQEFKQATNSLISFIYKLNRNEVIELVRSIGILPEATKPSSTQEKLESKAG
DIVLAKAFQLLNLNSKPLEQRGNAGDVIALSKEFNYGLVADAKSFRLSRTAKNQKDFKVKALSEWRED
KDYAVLTAPFFQYPTTKSQIFKQSLDENVLLFSWEHLAILLOQLDLEETNIFSFEQLWNEPKKQSKKTS
VSDAENNEMRDENKYFMDLEKIDKDTLNQLLOKEINFIEERSLIEKEYWKKQINI IKNFTREEATEAL
LKDINMSSKIETIDSFIKGIKSNDRLYLE

Figure 6.
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Figure 7.

> Type Il restriction enzyme EcoRlI, wildtype (SEQ ID No. 1)

MSNEKKQSNRLTEQHKLSQGVIGIFGDYAKAHDLAVGEVSKLVKKALSNEYPQLSFRYRDSIKKTEINE
ALKKIDPDLGGTLEFVSNSSIKPDGGIVEVKDDYGEWRVVLVAEAKHQGKDIINIRNGLLVGKRGDQDL
MAAGNATERSHKNISEIANFMLSESHFPYVLFLEGSNELTENISITRPDGRVVNLEYNSGILNRLDRL
TAANYGMPINSNLEINKFVNHKDKSIMLQAASIYTQGDGREWDSKIMFEIMFDISTTSLRVLGRDLFE

QLTS

> Type Il restriction enzyme EcoRI (K277C) (SEQ ID No. 4)
MSNEKKQSNRLTEQHKLSQGVIGIFGDYAKAHDLAVGEVSKLVKKALSNEYPQLSFRYRDSIKKTEINE
ALKKIDPDLGGTLEFVSNSSIKPDGGIVEVKDDYGEWRVVLVAEAKHQGKDIINIRNGLLVGKRGDQDL
MAAGNATERSHKNISEIANFMLSESHFPYVLFLEGSNELTENISITRPDGRVVNLEYNSGILNRLDRL
TAANYGMPINSNLEINKFVNHKDKSIMLQAASIYTQGDGREWDSKIMFEIMFDISTTSLRVLGRDLFE
QLTS

> Type Il restriction enzyme EcoRlI, double mutant (C218[A/S], K277C) (SEQ.ID Nos. 5 and 6)
MSNEKKQSNRLTEQHKLSQGVIGIFGDYAKAHDLAVGEVSKLVKKALSNEYPQLSFRYRDSIKKTEINE
ALKKIDPDLGGTLEFVSNSSIKPDGGIVEVKDDYGEWRVVLVAEAKHQGKDIINIRNGLLVGKRGDQDL
MAAGNATERSHKNISEIANFMLSESHFPYVLFLEGSNELTENISITRPDGRVVNLEYNSGILNRLDRL
TAANYGMPINSNL [L.YAS ] INKEFVNHKDKS IMLQAASIYTQGDGREWDSKIMFEIMEFDISTTSLRVLGR
DLFEQLTSE

> Type Il restriction enzyme EcoRI, C-terminal extension (C218[A/S], 278 (12xG)C) (SEQ ID Nos. 8 and
9)

MSNEKKQSNRLTEQHKLSQGVIGIFGDYAKAHDLAVGEVSKLVKKALSNEYPQLSFRYRDSIKKTEINE
ALKKIDPDLGGTLEVSNSSIKPDGGIVEVKDDYGEWRVVLVAEAKHQGKDI INIRNGLLVGKRGDQDL
MAAGNATERSHKNISEIANFMLSESHFPYVLFLEGSNELTENISITRPDGRVVNLEYNSGILNRLDRL

TAANYGMPINSNL [E‘ ] INKEVNHKDKS IMLOQAASIYTQGDGREWDSKIMFEIMFDISTTSLRVLGR
DLFEQLTSK
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Figure 8.
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Figure 9.
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Figure 10.
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Figure 11.
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Figure 12.
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Figure 13.

Protein concentration [pg/ul)
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Figure 14.
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Figure 15.




WO 2016/174227 15/16 PCT/EP2016/059651

- -~ o~
- — -
P

i




WO 2016/174227 16/16 PCT/EP2016/059651

Figure 17.
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