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MRC-5 5% B DNA 6 I 0 & — K % Dy 8 BRI &R AL i) i B 1]t 2 it & B 1 MRC-5 1id
F 405 B DNA 1 35 AR &

ARG R T 2 H qPCR POGIREIHIAR, &= IIFE 5 o MRC-5 T 4 5% B DNA. Bl Pk, ®
B fe kR, SRR AT LUA R fg K. R EBCE S MRC-5 € &5 % i C IR 2 B K br ik,
AR B o AR B A ANETESERR I 517 PRET AR, 38 I MU S AR ARG 45 SRR W IR AR $ E &%

IR AR, BB TESS R .
A AT 5 A ] 4G 40 B B DNA R b i A BT S (R ERVE ) B, v 8 B R

MRC-5 5% % DNA.,

= AR R R

. TEREAG-20£5°CEAF T, ARUH 12 MH.
2. WK ST UKEIK &I, JTI 5 8 -20£5°C A7
3. S A H MRS .

= WS KA

HoyZMR TRS0109-100 (100T) TRS0109-050S (50T) A7
MRC-5 DNA E &5 % 5 (3ng/pL) 20uL 20uL -20+5C
2xqPCR reaction buffer 800uLx2 800uL -20+57C
IC mix 150uL 150uL 20£5°C, W
MRC-5 primer&probe mix 400pL 200pL -20£5°C,
DNA Fif i 1.5mLx4 1.5mLx2 20+5C

. EHNE (BFEERRTD

ABI 7500 Real-Time PCR System
SLAN-96P/S 4 HZIEEH PCR 43T &5t

hiv MR EFEN

— MR TE 1.5ml TEACRE 0 . qPCR & JC B JCHE )\ BHEE 58 96 FLFR. 1000uL. 100pL .
10pL A28 AG TR AR B i A Sk . 990 E & PCR A, EXEOHL. imielR 210
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7N~ KTTiE
(—) Z2HREREMHE ERLERX)

1. MRC-5 DNA &S5 i K BRI bR v 28 1 1 &

PG & A ) DNA FBe B0 MRC-5 DNA FE 27 i (3ng/uL)EAT B BERRRE , BB B A Y 300pg/ul
30pg/uL. 3pg/uL. 300fg/ul. 30fg/uL, KIXAr4 N ST1. ST2. ST3. ST4. ST5. HAKEAEUIT:
(1) HiAFIE AN MRC-5 DNA £ &5 % 8 T UK EE 2~8°C N Rlfk, Fpocafbib)s s miis, Bt e,
BTk E&H,
(2) W5 SCHF AR B0, ZrlkRid oy STI. ST2. ST3. ST4. STS.
(3) BRI E AN K MRC-5 DNA € &2 fhbric Ny STO, WERS B0, {EMBEIRAM L IRE 10s IR &2 )5,
TR RN B 00
(4) fE£ST1. ST2. ST3. ST4. ST5 E 77NN 9OuLDNA #BM, 143K 1 #HAT MR Ak
& 1 MRC-5 DNA EES% Mk

WREE MBEER W
ST1 10 pL STO+90uL DNA Fi e 300pg/pL
ST2 10 pL ST1+90puL DNA i 30pg/uL
ST3 10 pL ST2+90puL DNA Bl 3pg/pL
ST4 10 puL ST3+90uL DNA F#feii 300fg/ul
ST5 10 pL ST4+90uL DNA Fi ik 30fg/ul

Ve ACHI PR R 4°ClRZ ] FfiE— K.
2. JnEEEIUFR 2 ERC %%

R 75 2 B R BT 4% ERC HY MRC-5 DNA HIIAEA (LA 2% 0 30pg MRC-5 DNA & [{J#£4X ERC Jy
), AAEIEDR.
(1) B 100puL FRFIRE S I 1.5mL (IR B B O
(2) HION 10uL ST3, %41, Fric AFEA ERC.
VE: FEAR ERC MEHEAFINARE A — AT AT AL, 4% FE A ERC 4040

3. BAMEF#E NCS HH] &

HYX 100puL DNA #BEHINN 1.5mL RIS A, Anid R4 B2 NCS.
YE: BIPETHE NCS FIEHEAS IR A — R b T T AL BE, o) 4 I M 42 NCS 4liAk ik .
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(=) qPCR REARIE GRAMESX)

1.

\

FR 4 BT B ARG (1) 5 B2 2% W SRR RE S8, THE AT N LB, — AR 3 M EEAL.
SN FLE = (8RS 52 555 b *6 +IH 14 4% NCS* 1 + LR X B NTC* 1+ EE S +RIUF $% ERC)x3+2
Ve HEFEEAEANRRIIRE SR I 7 [ N B0ZRE A ERC, LA SE S REAS (K IO REVRBS R E TR 2141 2 LR R &

2. qPCRUARMEE: &ulFIE Tk ERtl, 7SR, %R 2WE, MAZEA RBFLH .
& 2qPCR RNAR
il B
2xqPCR reaction buffer 15uL
MRC-5 primer&probe mix 3uL
IC mix /DNA B 2uL
FEA DNA (GER S % 5/ERC /NCS /NTC /£ UFE i) 10uL
VE: AR IC REIRIEREA TR G EH PCR RN ANHEIY, FIARYEFHRZEIMA . 1R I0 IC mix, AT FIMRR S 48 K Hh 2
FHRARRA

(=) kg (BEARAFERX)

E5r B0 PCR MW PCR OSN3 I 10pL 43 IFHFEA DNA. ERC. NCS. NTC. #6
FEEmSHE T, £ 3 AEMRNR RG]

2. WELFERE, FHES O,
3. FERERIREMIX, ARG PCR A, 1esRFEARIRBUNT .
3 SRR E )

1 2 3 (4[5 6 7 8 9 10 11 12
A | ST1 | STI1 | STI
B | ST2 | ST2 | ST2 S1 S1 S1 SI(ERC) | SI(ERC) | SI(ERC)
C | ST3 | ST3 | ST3 S2 S2 S2 | S2(ERC) | S2(ERC) | S2(ERC)
D | ST4 | ST4 | ST4 S3 S3 S3 | S3(ERC) | S3(ERC) | S3(ERC)
E | ST5 | ST5 | STS
F
G NCS | NCS | NCS NTC NTC NTC
H

VE: ZonBlH STI~STS KRR 5 N E R MRC-5 DNA Frif 2k, NCS N 1 ANBAMEFR %, NTC N 1 AN ERIRATIE, S1~S3

AR AR FEA D) ERCo MM 3 AN EHE AL,
P
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(P PCR$# GRIIX)

1.qPCR Pk E

LA ABI7500 A/ :

(1) Hrdseit, iEF“Absolute Quantification”.

(2) HNSERGAAFR, EEEbS e 250, TaqMan reagents Fl Standard #5(.
(3) e MRC-5 e w3 Ay FAM, %K% [4] 49 None.

(4) EFEIC (Fik) ki ZOGERIN VIC, #KFEH Y None.

(5) =N ROX (AR .

(6) N PCRAXE, %R 4 BHEWFRET, RNAAFIER 30uL, HiHE1T.
# 4 qPCR N FEFF
19="4 BE B 1] PEAE
W 95°C 10min 1
. 95°C 15s
ﬂﬁ% 60°C 1min 40
v (D% Szt % A AR BT LB AT B R T
DIC FZ W R AN A R B AN IS R 25, AR Se i S ok B R W E .
QH#EFF MRC-5 7E =K EE R, BT PCR 47 (K135 5 208, IR IC 1 CT (MK, e IEF 18 .
(F) &R

PL ABI7500, #AFRRA 2.4 F9Hi:

1.

SIMTBEE: W E BIE(Threshold=0.2), FEZk(baseline) &y 3~15 EIAEAXZRBRINFLLL, EEP WML ST

1EH .

2. 1 Plate MK b 28 FL 1% B S, FETE Quantity 73 B B FRAREZ Jv: 3000000, 300000, 30000
3000+ 300, H470 fgo MRHEFRAE M ZL TR AFMAE AW L 547 0 fg/10ul, RTERCIHR & Hh ¥ 508 pe/ul,
o¥ fg/ul.

3. BEWMELZ R? 5P MR BT G bR . ARk 2 E AR AE N : R2>0.98, § 205 Eff%: 90%~110%.

4. AL Ct MW Z<0.5, FHABH DNA FRifE i M ACT fEMAE 3.1 % 3.6 VSN A fRAEmTE, 7T
PARRHE DNA #7546 CT [ REAT Bl i Ik .

5. T ERLEUN B NTC RIBAPE 3% NCS Rk, H FAM JBIE 45 RN AZE KA H (Undermined) B(# K
T/ e g (a1 STS) 1) CT fEH+3.

6. # Ct (85) +3>Ct (NTC) , RUMKRMFAETTY, FTEHLR.

v GRS SBOR BN ST, BARTEKYE S50 5 MRS F A AR EAT 1€

A i
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Lo ARFIGAERHE R, A TR W, 8 A V40 15 52050 B 5 00 250 A% 42 I8 0 B 5 HEAT 41
2. MHHZ AL AR A N AT B

3. SKEENALATIMER X . FEAKCEEX, SRNRECE X 3 A X R . TARGRE: #RAFdRe
RETAEMR W8 &, PESFETE, SN EH, AMIER, 85 h;

4. SRNLI BT R G AR, IR IR R, DA SO TS A

5. SIS RR A IR AR S s Y AR G KRS WAs, LA 10% ISR BN ER 75% A% A B . SEaa 45 3R
JERISERVEE TAE G, I HIx TAE & K& Fh Seis Fl AT i 7 5

6. ANZE A B, ALK f A RETR

7. JRRERIT FH FROIRARE &5 75 EEE SR, ORAE DA AR AERR 5

8. NV BERFATAEMELEN EVIER, RMEEA RN AT RNEY R, 8 Stk 2 SR AN R FEA
AR B A AR T B R RS AMAR R A 2 AR A, BRI R XL B E . K AT B AT T BT A
e IFERFY KW E T EFE MR TR S GEEOR, AR (MAEMEYES
SIS A A A HE ) A1 CEST R ) .

I\ BT

USRS, AR T IRR SRR s ARSER, SMF AR —aR, dsinEkE, Aa
AT DT, AR IR R, SRR E I S U AR, JR R sk KA .
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