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(Polymerase Chain Reaction: PCR) #1Z & - C MRSA
DAY ==V IREMmINT0DE GLINE», 1992)

fEk» 5fTbTWws PCRETIE, MRSA oaw
== 588 DNA 24 - R L THwTwiz, Ly
L. ZOiE#ETIE DNA FRBICIKE & FHENEP I T
Wiz, ZD7z®, DNA Ot 2R, AT S 5k
£ LT DNA fiii#/E 2 A L, BETUSE 2 w2
U= — A EHERIGRICEMNT2a0=- 1 v
PCR (CD-PCR) #EFHELR s (FFHIEZo. 2004),
ZDFFENE— RN E. coli %2 ¥ D77 AEMREICB W
THWONTWEA, BT N VEREL ED 7 LG
B CIRHEREMEVZD, ChETRAE tHEShT
Wiz (RIFIE 2, 2000), 2D, Tag RV X7 —¥ D
KoV ICEHEDDNAKRY X7 —+¥ (KOD-Plus-
DNA Polymerase) Zfw/izau=—%4 127 s PCR
HBick->T, 77 2BHETOYRWEEES G &
FIR S FHE L Tw s (RIRFIZ 2. 2000 @ Tsuchizaki
et al. 2001, F#HEa. 2004), L L. EMERED DNA
RY AT —XIIHERkD Tag R A7 —¥ L BT % &
AT, BB LTI RV,

Z 2T, bbb IHERD o v T 2 2l T 7«
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Taq RV X7 —¥&2HEHL T, HEMEDEV MRSA 3£
HfR D T mecA D L WIER L 2 ET L 7z,
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MRSA % v THRE L 72,
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AW TH S MRSA #N— M ¥ 72— 3 VFEX
SPARER T (HI D HKBEE) CoHMissg. £FLcan
S—EHESMTHEL, N— b V72— 3 VREE
# (HI 7 @ A : Difco #) 100ml iz ## . 37°C,
15~ ISHRIIFSMIC B, SO HI 7 X (0.D. fi=
0.907~0.977, Ass0) % H \» T MRSA i 4 & 5 F
mecA DIER 21T o720 LATIC mecA TERITHED M %
T~ (K1), mecA DIEFICH W75 4 ~—1%, 5~
GGTGGTTACAACGTTACAAG-3 & 5’-GCATT-
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Broth Direct-PCR 12 & 2 MRSA A 485 T mecA O BdH
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polymerase 12 1% TaKaRa Taq™ (TaKaRa) Z{#H L.
PCR Kt 1% 50ul THi#E L 72 (PCR Buffer 5ul. dNTP
Mixture dul. 2D 75 4 ~—%% 1ul (50pmol).
Taq™ 0.2541, P& milliQ 38.75u1) o PCR KBTI,
B#EHBOHI 72 (1ml) 28E HI 702 (9ml)
ZHWTI07'~10* & TLOERERAH L, %1 DFER
W 1pl, 2u], 3ul % KOG ICEZRM L. PCR A9 —
~)WH A 27 Z— (Gene Amp PCR System 2400 : PER-
KIN ELMER, USA) %#MHWwTEfEL 7z, PCR O %4
F. 94°C, 30 (). 55°C. 308 (777 4 ~ —
B, 720C 14 () 219427V eLT30% 42
WAT 5 120 PCR RIGEEWRL 5ul 12 loading buffer 1l
Zinz. Ptk s v A ¥ — (TaKaRa) &8 <UKE)
A7 A a—2A5 VD = V23K Sul 2l L 20450
WEE, UV NIV 24V E 28 — 2O BRI ?
1T > T 623bp ® MRSA i 4 & 15 F mecA % HEFE L 72
(Fhp. 2003 @ BFH. 2006),

m. # R

1. 4> /-BFEI2F(1T7% BD-PCREIZ & % mecA
DRH

PCR RGN % BB & OB O ik =
% 1ul, 2ul. 3ul & LT PCR THEMi L 7= 458 % &4 14
2A, 2B, B2CITR LT, ZDREE, Wb AR
1ul (K2A) 2B BHIE Y R, FEE & O&H
PR TED o Tz p3, BElE N> R OB R IARLE
Th otz PWIEER 241 (K 2B) 128 280E >
Fid, FW @D shd . AR, 1072 107° T
MER S LT hs, BRI 1ul & [ARRCHEIE Y > R
OFBMEEIRLETH > Iz WINEARE 3ul (K 2C)
BT SHE Y N, FER TR ST, K
1071-1072-10° TR S ., W OAETI T b M
MLTE L Tz,

2. B> HEKEIZH TS MRSA MMHEEF mecA
NHBIRZE
PCR G AGINT % FH B L CEARIE O E R E

% 1yl 2ul, 3ul £ LCPCRTEM L 2BICB T 2
MRSA i fn T mecA DFFRER2FK 1L IR LTz, £
DOFER, TIMERE 1l 2B 2 FEB X USaRE o
FHEIE 0~82% THoTzo WINEEE 2l I2B1T 2R
Wk & OB OFFHEE X 102 HHFH T 100% Th
o7, KB X MO TIE 18~82% TH 57z,
IR 3ul 2B 1 2 B & OSBRI O KL
W10, 1072, 10° T100% TH - 7243, FH B
FUOFFW 107 TE 8% ThHo 7z,

v, & &

AW5ETId MRSA 2 35 51 SR B ST mecA ©
PCR iz & 2oL & Tt 2 Hig & LT, DNA
HHERIE R LIS B O 7 0 A o Bl 2 EENIGEIC
7N %2 BD-PCR k2 #ET U7z, 2 OREHE, 107
1072, 107° OFRHE 3ul % KIGHW BT % £ Tag &
VAT =% TdEHBMR EETFORHEZ IEHIC
BT 2 2 e, BHeICE 5T,

BEHICiE, PCRICHEN BB EE LTV S 7
OEFERINRICEH 2 RINT 5 7736 Clk. PCR 2 Y —
NRERL OB X D $R & U C B RO DNA 2375 H
L. BRESH PCR 25T 2 2 e s Tw 3
(LIRHE 2>, 2000) €5 T EWHRS ZHE L2 WiEE
OBMERERPILETH D EFZ oMb,

AFEER T, BINED 1ul, 2ul & HE2HE I IEH
EFRCL2HESRELL T, BHEITLETDH
272,

—J7. UINE: 3ul DEFEICIE. WETHRIC L 2 RnE
DF#FEH YRR BOBHEPE SN, ZOFH,
5. IINEAE LG E T, WEFHOBENFEL
PRIV EBRFZSND,

Fio, FRPEEE (1074 ORFERWE 3ul % S~
WL 723582 BT 3 mecA OB T, #iF > R
DHBBREETH -T2 DF D, FW TR, FHENRK
S RFEEOWEEEN L < FHEL 7272 % PCR O KIGICFFH
Mo ngpole IS NIz, — ., BIRE T,
PCR ORIBCHBELRHERBTE Lo Th 2 &%

K1 EBAH-HEBFEICHT3 MRSA MHEEF mecA NBEIRE (%)
IS 10° 10! 102 1073 104
1l 73 82 55 64 0
2ul 27 82 100 73 18
3ul 8 100 100 100 8
n=11
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Broth Direct-PCR #:12 & %5 MRSA ZEHIM 48 5T mecA OB

ZoNice TOEX DEEEIZ. TIFS DE 2T 5
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Abstract

We examined BROTH-DIRECT PCR that does not use the prepared template DNA but intact cells
as the template DNA source for the rapid, simple and reproducible detection of antibiotic resistance
genes in strains of methicillin-resistant Staphylococcus aureus (MRSA).

In practice, it was performed PCR in a condition of 30 cycles for 1 cycle (94°C, 30 sec. = 55°C, 30
sec. = 72°C, 60 sec.) following the first heating (94°C, 5min.) as well as a PCR reaction (Taq polymerase
and two types of primer components) with for each 31 culture medium which diluted broth after culture
from 107! to 1073, This method was simple and easy, add that the result was in good amplification of the
target mecA which was an MRSA drug tolerance gene.

In addition, this method was enough for reproducibility.

Key words: BROTH-DIRECT PCR, BD-PCR, METHICILLIN-RESISTANT STAPHYLOCOCCUS
AUREUS (MRSA)
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