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Infection control of exhaust contamination in dental unit suction system

H. KATSURAGI', H. OGURA?, M. MIKAMI!, T. NAKAMURA?3, and M. WATANABE?
I Dept. of Microbiology, 2 Dept. of Dental Materials Science, Nippon Dental University at Niigata,>Tokyo Giken,Inc .

[ Materials and Methods ]
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(1) RAFEFHHDOKSI
FAREEE R
| EERIER 50ml /5 min.
Total volume 500mI (£EEBIE & THR)
| -
Suctioning
| = Bubbling
|OKKSBERR (H), T1ILE—(+)
|QKKSBERR (+), T1ILE—(—)
HExa
Y
Bacterial culture
| =Colony formation method
Blood Agar Plate (Becton Dickinson, Tokyo)
Mitis-Salivarius Agar Plate (Difico, Tokyo)

(2)T7RJIILEHORKS]
OREE M
| EEBIER 50ml/5 min.
Total volume 500mI (4B BIE&E THR)
| -T7aYILER (N2
Suctioning 60 min
|OKKSBERR (+), T1ILE—(+)
|@FRKSBERR (+), T4ILE—(—)
|@FRKSBERR (—), T4INLE—(—)
Hrxa A
|——— nucleic-acid amplification testing (PCR)
Bacterial culture
| =Colony formation method
Blood Agar Plate , Mitis-Salivarius Agar Plate
*Identification of bacteria with Apistrep 20 & SP-18 system .

[PCRIZICEDVAMILARFRIRE]
(1) DNA &H DR E
Sample
10mM Tris-HCI (pH7.5),
25mM EDTA,
0.5% SDS,
100ug/ml proteinase A
50°C, 16h incubation
Phenol extraction
Ethanol precipitation
JRNase AL
Wizard DNA Clean-up System (Promega,WI)
!
purified DNA
50uI-10mM Tris-HCI (pH7.5),
1mM EDTA

|
PCR

(2) Primers (3)PCR mixture (20ul) (6)Agarose gel electrophoresis
1x PCR buffer 1. Gel and buffer
Gene Primer sequences (forward and reverse) Amplicon size (10mM KCI, 10mM (NH4)2S04, 2% agarose
(base pairs) 20mM Tris-HCI, 2mM MgS04, TBE buffer (89mM Tris,

1.B-actin 5’-ACGGCCAGGTCATCACCATT-3’ 0.1% Triton X-100, (pH 8.8)) 89mM boric acid,
5-ACACGGAGTACTTGCGCTCA-3’ 288 0.2mM dGTP, dATP, dTTP, dCTP, 2mM EDTA)

2. Bacterial 16S tDNA-1  5’-TCCTACGGGAGGCAGCAGT-3’ 0.5uM forward and reverse primers, 2. Sample loading
5’-GGACTACCAGGGTATCTAATCCTGTT-5’ 467 1 unit Taq DNA polymerase PCR mixture 7.5 ul

3. Bacterial 16S IDNA-2  5°-GTGSTGCAYGGYTGTCGTCA-3’ (e Snalen Belaie) 6x Loading buffer (Takara) 1.5 pl
5’-ACGTCRTCCMCACCTTCCTC-3 147 3. Apparatus and electrophoresis

) ) 1ul DNA sample e

4. Epstein-Barr virus 5’-GTGTTTGAGGTGGAGGAGCG-3’ condition
5’-CAGTGCTTCGTTATAGCCGTAGTC-3’ 270 (4) Cycling condition Mupid-2 (Takara) 100V, 30 min

5. Cytomegalovirus 5" TGTAAGATGAAGCCAGGACGC-3’ 1cycle:  94°C, 5min 4. Staining
5’-AGCTCACCGATCACAGACAC-3’ 255 45 cycles: 94°C, 30 sec 1 pg/ml ethidium bromide, 10min

6. Human herpesvirus 6 5'-TCGAAATAAGCATTAATAGGCACACT-3’ 57°C, 30 sec 5. Photograph and recording image
5’-CGGAGTTAAGGCATTGGTTGA-3’ 99 72°C. 1 min 20 UNETeee el o)

7. Human herpesvirus 7 5’-CGGCGTTTTACTCGGAACTCCT-3 1 cycle: 72°C, 5 min Digital Image File DF-20
5’-TCCCCATAACAAATGTGCCATAAGA-3’ 116

(5) Thermal Cycler Dice

(Fujifilm, Tokyo)

(Takara,Co.,Ltd, Japan)
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=1. FROMRHEEIN-HE

Gram positive cocci (catalase negative)
Streptococcus mitis
Streptococcus oralis
Streptococcus salivarius
Streptococcus acidominimum
Enterococcus casseliflaves

Gram positive cocci (catalase positive)
Staphylococcus epidermidis
Staphylococcus capitis
Staphylococcus saprophyticus

Jram positive rod
Corynebacterium spp.
Lactobacillus spp
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Hi # : IADR/CADR 86th General Session“Infection control of exhaust contamination in dental unit suction system”(No.1317)
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