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Determination of microorganism in cosmetics—

Part 10;PCR method for Staphylococcus aureus in cosmetics
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SN/T 2206 MiA S HE T Al ft P RS H A& HRE PCR QW Tk,
Ao ER TR P RO ERENEN.

2 MEMSIAXH

TH SR T A SO N R AT A0, FURTE H A6 S| R SCH, 0 B B RS E I T A3
. FLEAREBBIRGIFH, HEH A B HEITA BB SR & A A,

GB/T 6682—2008 43#7 3056 2 A K #LA% AL 5

GB 7918.1 A SRBAEMRHERE T E S0

GB 7918.5 f{hia@MAEYHRHERR FE SHGHHEHRE

SN/T 1193 EFEKBILEREHEAENRK

3 ARF EXMEERE

TIIARE 5 SO W 8B R T 430 .
3.1 RIBMENY

3.1.1
&EEEEKE Staphylococcus aureus
R K HMAE, BRI, B REES B, TIERE, G870 # H BB B2, il 3% 5 B BE B 4 .

3.2 HERIE

F 5 5 B S AT A U

PCR. B &84 X N , W FR PCR(polymerase chain reaction)
DNA . it & #% ¥ #% B8 (deoxyribonucleic acid)

ANTP. il 8 ¥ ¥ 8 =888 (deoxyribonucleoside triphosphate)
Taq : 7K 4 H# B (Thermos aquaticu)

4 TTERE
Aot B A S, IR BUS B 7T LUE 7 59 DNA, IR BUA DNA AR #T & e HERER

857 Fr Bty PCR ¥ 3% , i W B A . Dk B2 3 PCR =) BB G HFAE R H , AT X ALk P R BB REH
BRHARE ST RER LML
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5 XFF0FEHM

5.1 SCDLP #&£EFRE (L A1),
5.2 PCR Y #5|9: F##514:5-GGATGGCTATCAGTAATGTTTCG-3’, Fif#8|4.:5-TTAAC-
CGTATCACCATCAATCG-3" , 5K E 247 bp, ¥ 14 B9 47 55 ¥ DNA J¥ 31 5 B 51 9 %5 i 49 £ & L
Ff% B,

5.3 G A HEAH DNA alifb ik 7] & o HAth A7 8% L5

54 HBREMMK:2%CTAB,100 mmol/L TrissHCI(pH 8.3),1.4 mol/L & L 44, 20 mol/L EDTA
(pH 8.0),

55 RKNE.

5.6 70%Z.BE.70% KB,
5.7 KHEXWZFEK,NFE GB/
5.8 10XPCR Z i (W A.2),
5.9 dNTP:10 mmol/L,%&# 2.5 mmol/L,
5.10 ZAEME (B Ik 4,

5.11 DNA 4rF&4r&EH (50 bp
5.12 GelRed 8{ GelGreen ¥
5.13 6 X EFZE MW :30 mmo
0.05% (JREWRE IR I5 .

5.14 50X TAE Z i (W A.3),
5.15 Eppendorf % #l PCR i 45 .

6 XEF/EE

6.1 fHIRIEFHAH:36 CTL 17
6.2 PCR 1.
6.3 HLKIX.
6.4 BERITERERRS.
6.5 RURE.OHL: B0 A 12 00
6.6 AFEBEAY:2.5 L 10 pL,

7 BESR

7.0 HEmBlEFER
Z 08 GB 7918.1 #E47THE 9 4 , 5 18 GB 7918.5 7E SCDLP A 5 35 3 th A7 HE 1
7.2 1R DNA R$2EY

7.2.1 7.1 BEE I ERERIZI 1 mL 3R, 850 WO 40 (4 000 r/min, 10 min) , 3% R 40 1 2 K 41

DNA 2 BUR 7 £ 156 B 5 17 3R BUAH B 26 [ 40 DNA & (N RE B R 36, W 0 & F — 20 C =1 CokEfR

D,

7.2.2 WA TR DNAHI&. N 70 SR EREEZR 1 mL EHE. SO0KRENE

(4 000 r/min,10 min), 2 F MW, MA 600 pL R ANMB . EHZFME . 100 C/K 5 min J5,%
2
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HIZEZER ., 12 000 r/min #.0 3 min, ¥ EEBRBETHMN 1.5 mL B.LOE S, MA 0.8 fFABRKMERN
BE, A VKA ##E 1 h,12 000 r/min B.0 2 min, £ EEWR W T. 200 pL 70 % Z BB R 8 B JLIR BE &% .
12 000 r/min &L 2 min,/N0OE EEB W T . AT 10 min~15 min, 100 pL KEW3EK 4 CLEAF (T
e R BT REIG , CE —20 C+1 CIREEEHD.

7.3 BRSEEEFNIREMRE

HUE B DNA 75 805 0 m X K # B — & A5 305 68 F A BR 2R 13 40 A A3 B %8 40 40 O O
260 nm 1 280 nm AL MU . DNA ik BE# X (D I3

c =Az X N X50 D T PR TR TTRT PR PN Gl

K

(44

DNA ¥ B , B R i
Az——260 nm &b%ﬂ&%ﬁ»
N—E R B A5 4.

MU BEHR 0.34 pg/mlL~340 pg/ml, A,/ .9 B L& H T PCR ¥4,

7.4 PCR L%
7.4.1 g

7.4.4.1 50 pL PCR WA % .1
#1(20 pmol/L) £ 0.5 pL,dNT
), WK AN R AT ZE 50 pl,
7.4.4.2 PCR FJii &4 .94 ‘CHiAsHE 5
72 CHE{H 5 min;4 CIEER,

BF(5U/p1)0.5 pl, F Uy 42|
pL (AT AR HE A ML DNA i i & A

CiE k 305,72 ‘CHEfH 20 5,40 ME;

7.42 REERIROIEE

A 2o 7 43 551 18 B A X
Xt B8 0 4 & W A Bk B DN

7.4.3 BEEEK&ET PCR =

PCR 7= 9y it 47 e Jk & i , 2% B G W BE S (55 °C ~60 “C i fin
AT 412 —H) GelRed 8 GelGreen B AR5 1 pl R R
A 4T SR DNA 2 T BAriC S, 3 V/em~5 V/em 8 EH ¥ 20 min~40 min, B 5 8 B &
F6 75 700 3 B8 2 55 M A 5 e KRG I 5 SR RS R ST R GEACSRARTE . DI R K BE R 247 bp,

& HEAMAPRE DNA SR, B

8 HRHE

8.1 ain PCR SRR 33 < B2 247 bp B9 74, HLFRYEXS B Y38 1 B 44 R B, B i B8 A 28 1 % R
AW E] 247 bp H 89 F Bid , G5 R M IR & H AWM AERE

8.2 Hdh PCR SN Y" 38 i U K /N 2Rty o EL B X BR ™ 188 1 A9 B, I P F B8 A 25 | 0F B R 1h B
2T I DU AT A S R i 4 SR O fBUE B, R R GB 7918.5 AT A B M E N RA L R UG E K
55 58 A o

8.3 AnIRPBAYEXT HE th BLARH A/ (B0 X B R BT A/ 0 5 18 2, AR WK1 I AR 5 RO 45 R R
ST LR HEBR TS R R .
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W H8 SN/T 1193 BEsR AT .

10 EFHaE

R 3 ) B T WSO S AT R R K B BTE B R A e AL
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M R A
(HSE MR )
BEEEMRARS

A.1 SCDLP fifkissH&
A1l Bi%

[ =] 17 g

KEEAK 3g

ERIR 5¢g

BB S 4 2.5¢g

HE 2.5¢g

BB AR lg

nt i 80 7g

7&K 1 000 mL
A1.2 #Z%

B bR IRE TG IAIE %, 9 pH fH28 7.2~7.3 433,121 °C 20 min /EKE . BTG
U TRZME 80 ARG . BWHE 25 CAELFHM.

A.2 10XPCR ZhiH

200 mmol/L TrissHCI(pH &% 8.4),200 mmol/L &4L4,15 mmol/L &ibLEE.

A.3 50XTAE &%

FREL 242 g Tris, 2H 57.1 mL ’KZ % ,100 mL 0.5 mol/L EDTA(pH {ii# 8.0) , i & T /KPP, EEE
1L, EEEEXESH. FHNERR 0.5X TAE B3k E .
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B & B
(HEHEM R
FHENSHBEERE nuc BEERK

@GATGGCTATCAGTAATGTTTC@ AAAGGGCAATACGCAAAGAGGTTTTTCTTTTTCGCT

ACTAGTTGCTTAGTGTTAACTTTAGTTGTAGTTTCAAGTCTAAGTAGCTCAGCAAATGCA
TCACAAACAGATAACGGCGTAAATAGAATTGGTTCTGAAGATTCAACAGTATATAGTGCA

ACTTCAACTAAAAAATTACATAAAGAACCTGCGACATTAATTAAAG {CGA’ITGATGGTGATA(EGTTAAJ
FE K BE 247 bp, T RER B F B 9 5| 953 R 89S
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