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OBIBTAIBE cccDNA $35ERKEE PCRIXFE
AFERRRBIMRTIER, FERFIGHRSE

& QQ : 2881498726

iTaie : 021 - 54720761

BEiMIE : 13166274233 (WIEAS)

FomMiFs:

CERFRmE (HBV) HEMASIAIR DNA (covalently closed circuLarDNA, cccDNA)
RZImSEEREA RNA SHREER, 2S8R, SMHERAREEY 5-50 4
EN, B 2RSSR BRRSHEZES o EENEN, RBIERT cccDNA,
TEAR BRI EERSIETIRS. Bt cccDNA FIENIEEEEMIRREN. &= 5H
BRIUFFEHETOCER PCR BARSEMFARNE NENZBRTRHS cccDNA AR,
EEA TR

1. BDFFRIA. MR RFEERMmSHm.

2. IRIEZBFTRIRES cccDNA (RFFIIRITHIE M5 11, SHXEELRZRAL

3. RYBEAILUARITEE /RN,

4. —EIOEEE PCR 1O, BWRRLEESH,

5. NAFIEEH 50 X 20pL REFRABEEEE PCR,

SRR :
= 5% g
15— 2xgPCR MagicMix 500 uL (1ZE2E)
wHFI= %Y PCR ERIEIRIERER TmL (BE&)
= Z BT S%5%Es cccDNA k% PCR BIIRER 100 plL (B2)
EIFFSRE cccDNA Zuli% PCR [EMERT

it 50 plL (4I=
I BB(1 < 10E8 $£I1/u) pL (4I5%)
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AR DNA /mSRFER (ABR) 15 X (9 mL)
{EFRF 1

IR TE

RREHE. -20°CiRTE, BYEI—F.

B&idHl:

DNA &z, 10xROX (tRIEHNEVRE, BWERIMERGZX) .

ERELZE:

—. %% PCRPATEXIER (KA 10E2-10E7 $#£01/uLiX 6 4 10 {SEEERH) :

1. IR BFERREIRES, R NIRRR F—EEMRZNXIEHT, FhA8E
SRR FIERIEMKRD)  AEIIFEEES R BUERMERIR, A -mA e
HEREERMPAMRTER, FIRMHATLAEREERRY DNA RERE/SFRMERTER,

2. fxig 6 MEOE, 9Bl 7, 6, 5, 4, 3, 2,

3. R CMESLD BN 45 pL 355 PCR EHEERBER (BRIFAT ek, TH) .
4. 7 7 SEFMA 5 pL 1x10E8 #W/uL HIPAMXTER, 7"H=E% 1 98, 18 1x10E7
/L BOPEMEXTER. Bk EfFA.

5. #8sk, £ 6 SEIA 5 pL 1x10E7 #W/uL KIPEMEXSRB(LEEHERE), o=

w1 21, 1§ 1x10E6 3ZIU/uL RIBEMERIRR. HUK ER5F.

:

6. #i6k, £ 5 SEHIIA 5 uL 1x10E6 #EN/uL AIFEMEXIEREI 5 SEH, ROE

N

T 2%, 15 1x10E5 #W/uL BIPEMERSRR. HUK EFSH.

7. B FERVRFERNEER 6 MMERERIBIEXIR. Mok E&5R.

—. #m DNA pIHI&E:

8. WA N M, WURE N+2 MEE, SHI—NE PC (FmblERMErdiR)

— 2 NC (HFEHISEPUXIEE) . LA 10uL E2HIER PCR MRS 4 5
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(REA 1x10E4 #£I/uL, 10uL BETF 1 HEN) 55 5 S (RES 1x10E53EN/
uL, 10uL #857F 10 B#EN) Bl tL—EERVKERARIRERHIEERIIATE—E,
VAR PC, BHMRKIEA NC, WMRERHEIEFEE 200uL B, W PC 1 NC AYA
REmZE 200uL,

9. ARG AMENIFRAY DNA, RAFIEIRMIA L AZEmS DNA REAFISFRE.
BAILUEEA AT —ER %S DNAout SEFARIRIERHES DNAout, AidFIEHnER
W% 15 x—&=fHS DNAout,

=. %8 9qPCR RN (20 pL FFR, EHFmEIEEHRT) !

10. MRRMH 1 REE, Wimc N+9 4 PCR &, HH N+2 MNEFLELSEER N+2
MER, 1 DT PCR BHEXIER, 6 4NAF PCR FEMXIER, (IR 2-3 RES, WK
NS EEEFERNIEIN 2 5 3 fZ.

1. EFRCEHRTRIIAEKSD (FARAFIE—REES, H#aEFPERIREREES

IRERMXER, FEREYRERESEE FE LEFHEFREREN)

Fi% HEE N+2 A PCR Bl WREE | LN
(2-7 )
2xqPCR MagicMix 100L 10 4L £ 10 4L
(IFeE)
ZEIFTKIRS
cccDNA PCR 2|41iR 2 L 2 uL £2 ul
aik (BF)
B 10xROX (ILF) 2 uL 2 uL £ 2 ul
N2 fllia: DNA 6wl m i
&R
557 SR8 PCR AN & 6uL (2 SHE
XRRHER (2-75) Am Am 2 SE, 3 S5 3
EE..)
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iE: {X ABI7500, 7700 #1 7900 {XZREE(EA ROX {FAXIER, HhoE PCR {X&% (A0
iCycler IQMJ OptionMJ Chromo4MX3000MX4000RotorGene3000RotorGene 6000
#0 LightCycler480) AFEZEEH ROX, NIFEKE.

12. ZEEFRLEN, KTESEA1T PCR (BIK PCR SHETLUREEEAEMBITIN

) .
gtz iwE B1E
FREEE 92°C 5 o
PCR AT 30 MEHR 94°C 60 #
50°C 60 b
72°C 60 7

13. #ERE

BN R EFRIERT. A RPFSASICREEARES DNA i, &KX
IRIBEIETE 471 nm, 455 DNA RIRISAKIRIEETE 500 nm, RAKRSIFEGETE 530
nm, {ESREULIREESMEGEHLSE.

[, #EahiE:

14, MRERAFERTEEREN, VLPAHESIRIRERN log B4, LA Ct B4,
it EmZe. BLFIRGRR Ct EMNRERS HER LM DNA KRB/ log B, B
HEEHERE.

15. MRERAFISA TSN, RFAMTIEEERAE, NBMXR Ct BRATHEFT
40, FEMEXIRRETOCRIEURIK, BHEEY IBML, Ct [BMZ/NTEET 30, XIEFN
Hm, IRE Ct KTEET 40 WY, RN FEET 35 NJ9BAME. Jn5RE 35-40
Z[E), WEE—R., EELNAY Ct EIIRATEHEFT 40 WA, W8N 40, W7
BB,

FrE~mUERITHER, A SRTFHEMAE.
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