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Staphylococcal strain

Staphylococcus aureus RN4220 +++ ++
Newman ++ +
ATCC13301 +++ ++
ATCC23235 ++ +
ATCC33586 ++ +
ATCC33593 ++ ++

MRSA CCARM3793 + +
CCARM3089 + +
CCARM3090 +++ +++

Staphylococcus ATCC29970 ++ +

haemolyticus

Staphylococcus ATCC35983 + +

epidermidis CCARM3787 + t
CCARM3789 + +

Staphylococcus hominis |ATCC37844 ++ +

Staphylococcus warneri |ATCC10290 - -

Other Gram positive

bacteria

Enterococcus faecalis ATCC29212 - -

Bacillus cereus ATCC14579 - -

Bacillus subtilis ATCC23857 - -
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S. aureus -

12 Staphylococcus lysins
were selecled and analyzed

e -

PCR amplification of EAD insert
and CBD insert with distinct
restriction enzyme sites

f -

All E coli transformants were
spotted on LB agar plates overlaid
with autoclaved S. aureus and 0.2
% arabincse and sequencing
analysis of clones with farge lysis
zone was performed

Chimeolysin library
construction with diverse
combinations of domains
in pET28a plasmid £ coli

Double
transformation of
pET28a and pBAD33
plasmid in E. coli
BL21(DE3) star

E. coli transformants, with
random chimeolysins in
PET28a and Pbad33 with
SPN1S_lysRz, selected on
Amp®/ KanR plates

All E. coli transformants
were picked and incubated
on 96-well microplate with
0.01 mMIPTGfor 7 h

w2

F1

Endolysin

Staphylococcus
strain

Lysis zone
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<120> Recombinant endolysin ClyC with potential bacteriocidal activity

against Staphylococcus aureus

<130> YP-20-069
<160> 2

<170> KoPatentIn 3.0

<210> 1
<211> 281
<212> PRT

<213> Unknown

<220><223> Endolysin

<400> 1

Met Gln Ala Lys Leu Thr
1 5

Ser Glu Gly Lys Gln Tyr

20
Phe Asp Tyr Ala Asn Ala
35
Lys Gly Val Gly Ala Lys
50
Leu Ala Thr Val Tyr Gln
65 70
Asp Met Val Val Phe Gly

85

Ala Trp Val Ile Glu Ala
100
Asn Trp Leu Gly Gly Gly
115
Gly Trp Glu Lys Val Thr
130
Trp Phe Ile Arg Pro Asn
145 150

GIn Ser Pro Thr Gln Ala

ClyC

Lys Lys Glu Phe
10

Asn Ala Asp Gly

25
Gly Trp Gln Val
40
Asp Ile Pro Ser
95

Asn Thr Pro Asp

Ser Asn Tyr Gly

90

Thr Leu Asp Tyr
105
Trp Thr Asp Gly
120
Arg Arg Gln His
135

Phe Lys Ser Glu

[le Glu Trp Leu Lys
15

Trp Tyr Gly Phe Gln

30
Leu Phe Gly Tyr Asn
45
Ala Asn Asp Phe Asn
60
Phe Leu Ala GIn Pro
75
Ala Gly Tyr Gly His

95

Ile Ile Val Tyr Glu
110
Val Gln GIn Pro Gly
125
Ala Tyr Asp Phe Pro
140
Thr Ala Pro Arg Ser

155

Thr

Cys

Leu

80

Val

Ser

Met

Val
160

Ser Lys Lys Glu Thr Val Asp Ser Ala Ser

_14_
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165

Thr Pro Ala Thr Arg Pro Val Thr

180

Gly Thr Trp Tyr Lys Pro Glu Ser

195

200

Pro Ile Val Thr Arg Ile Gly Ser

210

215

Gly Asn Leu Pro Ala Gly Ala Thr

225

230

170

175

Gly Ser Trp Lys Lys Asn Gln Tyr

185

190

Ala Thr Phe Val Asn Gly Asn Gln

205

Pro Phe Leu Asn Ala Pro Val Gly

220

[le Val Tyr Asp Glu Val Cys Ile

235

240

Gln Ala Gly His Ile Trp Ile Gly Tyr Asn Ala Tyr Asn Gly Asn Arg

245

Val Tyr Cys Pro Val Arg Thr Cys

260

Pro Gly Val Ala Trp Gly Thr Phe

275

<210> 2

<211> 846

<212> DNA

<213> Unknown

<220><223>
<400> 2

atgcaagcaa

caatataatg
caagtcttat
gattttaacg
gacatggttg
gaagcaactt
gacggtgtac

gacttcccta

caatctccta
agaccagtta

gcaacatttg

280

Endolysin ClyC

aactaactaa

cggacggatg
ttggctacaa
gactagctac
tattcggtag
tagattatat
aacaacctgg

tgtggtttat

cgcaagcatc
caggttcttg

ttaatggtaa

aaaagagttt

gtatggattt
cttaaaaggt
tgtataccaa
taattatggt
cattgtatat
ctctggttgg

ccgtectaac

taaaaaggaa
gaaaaagaat

ccaacctata

250

255

Gln Gly Val Pro Pro Ser His Val

265

Lys

atagagtggt

caatgctttg
gtaggtgcca
aatacaccag
gcaggatacg
gagcagaatt
gaaaaagtta

ttcaaaagcg

acggtcgaca
cagtacggaa

gtaactagaa

270

tgaaaacatc

actatgccaa
aagacatccc
acttcttagc
gtcatgttge
ggcteggegg
caagacgcca

aaacagctcc

gtgcaagtac
cttggtacaa

tcggttctce

_15_

tgagggaaaa

tgcaggttgg
aagtgctaat
gcaacctgge
atgggtaatt
tggctggaca
acacgcttac

acgatcagta

accggcaact
accggaatcg

attcttaaat

60

120

180

240

300

360

420

480

540

600

660
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gctccagtag gaggtaactt accggcagga gctacaattg tatatgacga agtttgtatce
caagcaggtc atatttggat aggttataat gcttacaacg gtaacagagt atattgccct

gttagaactt gtcaaggtgt tccaccttca catgtacctg gagttgectg gggaacattc

aagtag

_16_
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