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Primer forward
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Taq (Takara Ex Taq®)
10xBuffer
MgCI2 25mM
H O
Sample DNA

reverse

PCR 30 cycle

TN

initial denaturation at 94 for 2min

denaturation at 94 for Imin
annealing at 55 for 1min

amplification at 72 for 2min

Step2 30 cycle

N~

TAE+Ethyldium bromide  agarose 2%

well triplicates

well PBS - 3

DNA
50118

gel

DNAsize  marker 100bp ladder  DNA
PCR primer Tablel
Primer position
icaADB
5-TTATCAATGCCGAGTTGTC-3' 1893-1912 S.epidermides specific (10)
5-AGTTTAACGCGAGTGCGCTAT-3' 2409-2389 = 546bp




icaA
5-ACACTTGCTGGCGCAGTCAA-3' 2906-2925 S.aureus specific (16)
5-TGTTGGATGTTGGTTCCAGA-3' 3074-3093 : 188bp
icaA
5-TCTCTTGCAGGAGCAATCAA-3' 1337-1356 S.epidermidis specific (15)
5-TCAGGCACTAACATCCAGCA-3 1524-1505 - 169bp
icaD
5-ATGGTCAAGCCCAGACAGAG-3 3532-3551 S.aureus specific (16)
5-TTGCTTTAAACATTGAAAATACT-3 3729-3707 : 176bp
icaD
5-ATGGTCAAGCCCAGACAGAG-3 1963-1982 S.epidermidis specific (15)
5-CGTGTTTTCAACATTTAATGCAA-3 2160-2138 = 176bp
Tablel. primer 15,17,18 S.aureus  fcagene
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Figure2 sample triplicates ,biofilm

sample No.1~10, No0.11~16
control No.15 biofilm Negative control
Figure2 biofilm sample No.1,2,3,4,5,6,7,8,9, 11, 14, 16
No.5,6,14,16 biofilm
Genotype (PCR)
icaABD, icaA, icaD primer PCR genotype
(Figure 3~7, band DNA size marker, No.1~16 )

Figure3. icaADB
Sample No.1,3,5,16

Figured. icaA
Sample No.13,15,16
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Figure5. icaA
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Figure6. icaD
sample PCR

Figure?. icaD
Figure6 sample PCR

icaADB  primer PCR No0.1,5,16 100 150bp PCR
size non specific PCR
100bp primer dimer
biofilm phenotype PCR (genotype) Table2
Table3  Table2

sample No. | biofilmJER | icaADB | icah (primer®) | icaA (primer®) | icaD(primer®) | icaD{primer®)
No.l + + - - - -
No.2 + - - - - -
No.3 + + — — + -
No.4 + - - - + -
No.b ++ + - — + -
No.6 ++ - - - + -
No.7 + - - - + —
No.8 + - - - + —
No. 9 + - - - - -
No.10 + - - - - -
No.11 + - - - + -
No.12 — — - — + -
No.13 - — + — — -
No.14 T+ — — — ; =
No.156 - - - + -
No.16 ++ + + — — —
Table2 biofilm + 4 samplel5 10



sample biofilm negative control
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Presence of /icaADB Presence of icaA
w positive negative total =+ positive negative total
S positive  4(100%)  9(75.0%)  13(81.3%) 3 S positive  4(100%)  9(75.0%)  13(81.3%)
3 nhegative  0(0%) 3(25.0%)  3(18.7%) %- 3 negative  0(0%) 3(25.0%)  3(18.7%)
total 4(25.0%) 12(75.0%) 16(100%) > total 4(25.0%)  12(75.0%) 16(100%)
Presence of icaD
- positive negative total
S positive  4(100%)  9(75.0%) 13(81.3%)
3 negative  0(0%)  3(25.0%)  3(18.7%)
total 4(25.0%) 12(75.0%) 16(100%)
Table3 biofilm formation  Jicagene icaADB, A, D positive or negative
biofilm
Discussion
icaADB gene primer Miyamoto H et al (10)
primer S.epdermidis  icaADB gene 546bp
primer 10 sample  S.epidermides S.aureus
ica gene primer
(15) primer
Table2 icaADB sample biofilm No.1, 3, 5, 16
icaADB sample 75.0 biofilm No.2,4,6,7,8,9,
10, 14 a7 biofilm icaADB
biofile icagene
icaA S.aureus primer JjcaA icaA positive  3samples
biofilm lsample(33.3 icaAnegative  13samples biofilm
12samples(92.3%)
icaD S.aureus primer JcaD icaD positive
10samples biofilm samples 80 icaDnegative  6samples
biofilm 5samples(83.3%)
S.aureus primer icaA, icaD negative
sample  biofilm icaA, icaD biofilm
Rohde et al 16 icaA, icaD  biofilm
S.aureus icaA, icaD



biofilm

S.epidermidis primer(/icaA icaD ) 15 PCR
sample icaA, icaD Arciola et al 15
icaA, icaD S.aureus  S.epidermidis
Arciolara et al (15) 23 S.
aureus 14 61 icaA gene Horstkotte
80 S.aureus icaA gene (Horstkotte MA, Knobloch JKM, Rohde H,
Mack D, Unpublished data) (16) Cramton a7 icaA gene
biofilm
S.aureus  biofilm ica gene
sample
sample
primer
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