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% MethyltransferasescanprotectthehostgenomicDNAfrom digestionbyrestriction
endonucleases.Basedonthisproperty,theclassicalstrategyforpreparingrestrictionendonuclease
involvesfirstexpressingtheirpairedmethyltransferasestoprotectthehoststrain,followedby
co-expressionoftherestrictionendonuclease,i.e.a'one-to-one'recombinantexpressionpattern.In
thisstudy,weproposedanovelstrategyforgeneratingrestrictionendonucleasesbyco-expressinga
methyltransferasethatcouldrecognizeoverlappingsequencestoprotectthehoststrain.Initially,a
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methyltransferaserecognizingtheoverlappingsequenceswastransferredinto!" #$%& ER2566to
protectthehostgenomicDNA.Subsequently,multiplerestrictionendonucleasescapableof
recognizingtheoverlappingsequenceswereindividuallytransferredintothehoststraintoachieve
therecombinantexpressionofrestrictionendonucleasesina'one-to-many'recombinantpattern.
Accordingtothisapproach,aseriesofrestrictionendonucleasesrecognizingoverlappingsequences
(TTAA,AGCTandGCGC)weresuccessfullyachievedusingmethyltransferasesM.!'(Dix5!,
M.)%* ! andM.+,( !,respectively.Additionally,therecombinantexpressionoftwonewR.-(# !

isozymes,i.e.,R.!#$SP4ORF25090PandR../(5ORF28P,wasalsosuccessfullyachievedthrough
methyltransferaseM.0%* !.Thisapproachsimplifiesthelabor-intensivescreeningprocessforhost
strainsresistanttorestrictionendonucleasedigestion,whileprovidingthecapabilityforlarge-scale
preparationofrestrictionendonucleases.Furthermore,thismethodcanbeutilizedforthediscovery
ofnewisoenzymesorisoschizomersinothermicroorganisms.
!"#$%&'() restrictionendonuclease,methyltransferase,overlappingsequence,isoschizomers,
isoenzymes
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