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—HF O REFERRLS A
BARARI

AR & TR D ZHMHFBEARSR, BARS A —HKFohREFEH
B o
FRHEK

¥ ok (Orf) AARFAL MR IRER (CE) , BAFERRANMD X, L2
W¥ o mAE (Orfv) 3lAce)— AP iEmtE AZ £ % H. ORF MF MR, XRES,
WS TE, RFGERERYA TR ENEXIRE, R KA TR
AR T EELFME, REWKRFLHELH 0. ALaBmEE Oorfv, T &
JERA T, B EBEARFBENLS, R KAETHERLIERANE A RE R
B & R HEARSEF A IE. Orfv 2B REFSEREE T RAERE,

BAT A BT F R, i TF ok TRERLA
TR, FUOABRBRACH AL mERERSG. RERD. K9, 12258
A AR, RERFHQER AR, BHERGGEUA RS RERFN RS, 2
Aeg R G ERZIRFMARIER, RrEAs, AT AH XA R K
EE AT F kNG,

RAAARAE

At A BRAELEGFE, ARARE—HKRFOBRRFBERALS A,
GHRER RGO F ) A RIF O R R ARANBERT LA

AT @, ARPRME—RF ORI E I FER, RF O IRF B EF QFamaoss
#, 5 A CCTCCNO: V201903,

— ¥y, A ERABE —WRF 0B REFREFWMAEN 90 RRF, Tk

100002
2011.12



" BB

PR EMAF 2R 55 F QD015 #r, R T A CCTCCNO: V201963,
—Fb, FTEFOhmERERAEFE M LG TCDs, H 10%°, UK
¥4k 20 Rl & TCIDs, 2% 4 10°°, 50 K& TCIDs, 4% H 10°, 70 X
mp & TCIDs, 2% 4 10°°, 90 Kémfe& TCIDs, & % 4 10°°°,
AT &, ARARELERFOBREFBERENS F O EREFT

Ao

ARPNAEZARET: ARNBINCH, BN F O mELLFENR
i GHEREFTHF R RFHE®R, ZREDDHERTH
FH TP ORFV 89H U ¥4 T R A MM A s feit F 2], T F ok
M B iEIT7 B A E 209 & L
P B LA
B1ARARAFEHG 1R IEE PCRYIELRE, L+ M A DL2000 Marker;
1 AR 2~3 5 H e
B2 A RKAEHRG 169K K TE PRI IEH L, P 2-1 4 PCR LAY 38
%, 2-2 A PCRAREME, FHFHART: 1~5: 1x 10°~ 1x 10’ copies/pL =/ F;

: AR 20 RmAd Ak, 7: AWM 50 Rémfe A& ; 8: AN 90 R@me &k

# ) 90 X 2\ At 2 IR
B 3 A AKHEH B 1 F ORFV-Q #k B2L A B 5 H A 25 N E A 555 #r a9 R
BN
B 4 A RRAFEEE) 1T FIL A R 5 EAY 20 N5 F MG B R LT 25 R
B 58 AKAFEEF 1F VIR AR IR 15 NAF ARG F RELITLER,
EREHT X

AEARAGRETF, FEHANL, KPP REZAELAKRSISE, HEBT
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P A R E BB F T, ITRARFARLERZEZALEZ) BAE, AAT
VAIE L TR B W KR AT 89 F AL~ S

T @ 45 A TR B e AR SR AR 3 A R A it — T iF m B, TR AT AR
BF) & AR i IS R TR o

S 519 1

¥

AFERBIRE—NRF OB REBERG B ELER T X, ZHEHRN
QFNmM2015 #k, &4 72 o E H A 32 SR AR P O 4R AR, PR % 5 7 CCTCC NO:
V201903, Z i EMA B L —HF 2B R ERERENR 90 RKF, PrikszEik
RF 0mAEESE QD015 #h, W E 2P EEA SRR T O AR,
PR 4m5 7 CCTCCNO: V201963, EART AL ELT 5%

—. BEKRNSBELER
1 MR &
1.1 #5#+

Fogmk: kaFHEof RRAAY, TE2RERFEIN, oBEFRE
PR AR (AFEFRLKRFHERRDERA)

1.2 JAEH

ORFV/QD/2015: FM F 3% 1.1 W K Fm L iTmEn &, F285HHKEA
FH R KFEEFIAEERBEAT D BHEE
1.3 £

273 A EAF . ARFFEEeTFTEREME A RN s R,

1.4 E Z1XF)]

AEARNARBGXA &, KREPKAFE, WA TIANGEN A4 A FR 3] ;

DL-5000 Marker. DL-1000 Marker. 2xEasy Taq SuperMix. Ji#:z DNA /3 X F| &
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W) B KiF Takara A/ 3); Ja4F 4 Hyclone 23] = 5h; MREE, IRAG4E.
BEA RN Sigma A 8] Fen; HERAMM AR, BEE. FEE. LKTE,
VERSFALFIRFN N 44k, WA S B R B WA R,

1.5 %

(TOMY SX-500) ; A2k % .SHL(Sigma) ; & RIKEF A, BERERAA; ©F
X-F (4B Sartorius BS-210S) ; #E b (£69) ; R e KM (Baygene) ; K
- kA& (Baygene) ; % sh #E I s A% & 42 (Syngene) ; 1203 3k 3% 32 7% 2 (Blue-pard) ;
v F 24t (GEM-2000EX) , HA®F N4>, AFRHE R KFAEF TR,
2 Tk
2.1 AL

R RAGAEREKIFRM R 2 REFH, mANEZ Hanks RA
S, B Hanks i&d 1.5 8RB HBE R &R, B-40CAHTIER L 4k
=K, 4000r/min %8 10min, B _EFA A 0.45um JEIRLIE, JEIRZRAAN AR
Je B-40°CHR G5 Ao
2.2 EFENBRRmMBGF &
(1) HARBEMT &, W 3 AHEEMEESFEL 1 A, AeA (F
E%. BEH4% 300lU/mL) 49 Hanks &+ REEHML 3 K,
(2) MHHRA ARG, RARTRFALFTHA, SHRA Hanks R HRALE 3
Ko
(3) FPrA 408N 100mL BIBALA, N 5 F T EAAEFH 0.25%H &K
BEERiR)G, 37°CRIBH 30min, £ZFHMLEENIK,

(4) FIMARAMR, BEHBHE Hanks RiFH 3 k)G, HmAN 3mL @iiiEsr
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TRRIBBR A KRAT,
(5) FrRITH MW EHRBRLE [ ERAREY S EYRTIEE, AR &
ERERR
(6) %), FT37ClRRBEEAMA TS,
2.3 FEZAmpiEX

BB R M ARAT T RIR, AV EHRRAET R 2 K, REHM
AN 03mL A&HR, 2R EEARNRAE, Aomiad LR TR, REK

FTARB MR AME, REH 10mL "RE R 3mL CEAF 6 00 £ K iR R

=

RATHIF O M, & AR AMEF 2, AFERE, RESEIESEL
P, Z2RME, XE 37CANBEESA TS, FRINELEKKFRL,
2.4 JmEIEAT

MAHETIFERKRA T L ZGEZm, FRERRPOm@mIBIERE,
Bl Hanks &FsemiL 2 &k, BACAENKER ImL, MR@EdE 1mL 694
&K, 37°CAM 1h, /w N MEM £Hi%E ETmaidim 37CHRLEERK,

KmfnmE (CPE) , Hmigdiil 80% mE I A, RAEKAR 3 Rigdkstt
I
2.5 yR#EFFH 7 (TCIDsy) 49l =
(1) #FERmpIERT 96 LM T, HAILHIEREA 0.18mL.

(2) mAE EP & 10 A, ETRAEGEFHATRLE, FA4 P TN
900ulHanks &, A L&A E9#5 ik g A I 100Ul F 2 &R EF RN E| F — A5
LR RARITRG, BAE—AFOE PRI 100Ul RS RANE F A
T, ABELAPR, BXMG kA, —HEF 10 M. RABERT &K, KA

FREIRMT 10 124 E W,
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(3) FF %k (1) Poymlb KA FEE, FRENILF TR, B Hanks &
TR, RGHFILENTLEHBEITHRFR 20uL, FAHEHEHR 8 NET A,
107, 107, 107 %, KAZEHEMHE—F) 8 ML, &M 16 NILEH
o
(4) B3R BT 37CEAMT IS, FIARKILP@EerE, MK 5d,
®J& Bl Reed-Muench kit H % %4k TCIDsgo
2.6 A E IR
BaR=ZA#EAENARM, FHMIR, B 1 R, REALZRKRE
M mieIE iR EiR, AEAFNEIRRREM, FREN 1mL, FEF AR
MrrEMEsAmd K, F552RMMREMHNER. BABNREMN IR T,
B RMERE, WRERERFIGIE, FIEe)EFHERINEF 0k LmEK,
H AL ARG F 0%,
2.7 /2% PCR £ %
2.7.1 314kt 5 A
1A% GenBank T L AHEGF O EmE FILAR AP (B FFH KC569751)
FomE LA RNMAAE 7] (BXF: IN613810) , A A4+ Premier 6.0 % 7t4¥ 7%
g4, MEBEAEATER, 7 FBR AKX LTER L.

% 1F1L ¥ ¥ PCR 3|41z 8.

AR | ML ¥ K3 (5~3) X vbp) | Tm(C)

F1L F1L-F GGTGGAGGCTAAGACAGAG 1400 55
F1L-R GCCGCCATAAAAGAGTTGT

B2L B2L-F GAACCCCAGCATCCTCCAA 1255 57
B2L-R TTTCCCTGAAGCCCTATTA

VIR VIR-F TAATGTTATTGGCGGTGGC 676 59
VIR-R AAACGCACGCCCCGTAAAT
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2.7.2 7% DNA #93R I

Jil TIANGEN &2 DNA R BUR | & A = A AT R K 69 - Bk m i 3E ik b 4=
By % DNA, ARAE 77 kR R F &30 P #4T.

2.7.3 PCR ¥ 3%

ARBUAYF 0 S JmA 098 DNA AR, 24T PCR ¥738, B 6uLPCR =44,
B L5%IRAa#E LA, IXTAE ¥, ¥4 110V ®EZHITEIK, €K 30min, TH
G IR MM R AR LERFIT R, BARG R R R e R ST

PCR R ZARF (25uL) #:

2xEasy Taq SuperMix 12.5uL,

35514 (10pmol/L)  1.0uL,

T34 (10umol/L)  1.0pL,

DNA ##& 1.0uL,

RNase-Free ddH20 9.5pL;

¥ PCR 43 R g BARS Sy MEM 95C 5min, Kt 94°C 30s, &K
Tm 30s, 35 AMEZR; &4y 72°C 30s, Z3Efd 72°C 10min; YL R4 B 1 4= 2
Frwo
2.7.4 I HE B B 69 B B9 EDIK

#2 B TIANGEN i B0 i & 5L B 45 2 1E
2.8 H &9/ B 5 HEK pMD19-T &%z

%k 2 BAREZEKAR

NN & 20 AR AR (L)
HagE R K BN 4
pMD19-T # 4k 1
Solution | 5
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2.9 T A6 AL

(1) I-80Cuk#a B E.coliDHSa &2 tmfesfavk Earit, AT,
Rtk 821X, AR kBT,

(2) BGEA2 2.2.105 F489 10 uL #H4 HhmwAF 100ul BExS@ied, A5
B, K 20 mine

(3) B EP E AN 42°C Kiss, #i# 90sec, MM RSB ZRIUE,
(4) ks 2min, BIEEZAEAH,

(5) ALEEMHTAN 890uLLB kikIEAL, 2iZRY,

(6) AR, 4 37°C, 150rpm B4 1h.

(7) MEZTRE, ANBSHFIXE 4000 rpm, HS 5mine

(8) A% 800 uL LFik, MAARBB2B2BRITTRAR, ORI, NLHE
RTERAFTHEZN LB FH L,

(9) 37 CHIE-Fmizk 16h A4, FHAEAEZE, ZHRE,

2.10 Fa & H &Y i ik

HRBEAATPREBEGFm, A

K

BER DN FEaGRBENFIL, =R
BEKD, NEXSHAETESAAT, LERERK, ftmds; REHK
YRERBA, MEKE 4°C, FHAK S EHBEIE . RATAE 10mL 49 EP &
AN SmL Y LB igikIEARE, ALW IS LA RAGEMTIRENG E
H%, REHEER K, A-Fmi %42 E0R%E, AERREMND S Amp" &
RARERAT, EEEEBRANER, FHF 37°C. 200rpm B4 16h. T HE R
FEBERK GERARNIARAZNZHIA, #IBHILEFER) , TIHFLER. 4
HERATHE 4 °C, & KT, FoNddfi, £EddrRsR

R EAARARE 15%~20%, JFEH F-40C,
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2.11 TR A2 09 F- I
(1) B 15mL 23 RIEAVNER, MAZEREY EP T, £ H M
12000 rpm, %3 5min, % LF k.
(2) ™ EP & PAeN 250uL 89k Pl, ABRBAKITLEEFRRITIE,
(3) F 250uL &9k P2 MmN EP EF, RERMK EP & LT&H% 8
R, TAEEMBHMK,
(4) & EP ® LA AN 350uL & P3, R#mAEN4s 8 )k, 12000 rpm, %
'S 10mino.
(5) KF % (4) W LFREBENBMAE CP3 P, 12000rpm S 1min, FHE
o
(6) MA ik %E ™ CP3 Az 500uL # PD Bik, R4, 12000rpm &S
1min, /&R
(7) B CP3 F 2\ 600uL &% PW, 12000rpm &+ 1min, /&Ko
(8) TAULEBRMESE (7) .
(9) HAMAEZTHREHSETF, THS 2min, MKERXEQER PW,
(10) FAPAzEA 2] 5 —ARE EP EF, G PAE=H 500l LHA K,
Fim#E 3min, 12000rpm #3 2min, FRAMRAE, F EP B F RAEKA-20T
Ao
2.12 F ki) f

HAE 2,210 W94 R, ERFZW B XTI EE ST OD /AN, F4&
M2 Kby keik B A T,
2.13 A% HBR 69 B RPE AT

iz J§] DNAStar 3.4, £ B GenBank P2 X £ E NI 0% m &6 B2L
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A B FILA R A VIR & B 5 7] 5 A 5 % ¥ ORFV-Q 48 X 2k B 2t 1T B R M LA 547 o
#5 R & 9, ORFV-Q #k B2L A 7 5 34t 25 ANE M Sh A F RO ER B TR 12 4 96.8%
98.9% (& 3) ; FIL X H 5 BLay 20 M AF ey Bl R M A 96.25, 99.9% (A 4) ;
VIR A& B 5 Bay 15 NS F ey B RN 94.9%. 99.8% (H 5) .

W AIRFERmMICRA B —HRF 2 kRE, 4% QD015 (K
# 5 4 : CCTCCNO: V201963), HAFEAmi Ly TCIDs, A 10°°/0.1ml, %
ERAZER, BREREILALAGFE OB KRER.
. BEmEREER
1 4+
1.1Am#FW  F 9% m3F QD015 #ko
12504 2~3 A 25, RFFHEFE R AEDWF A R 5] =24,
1.3 X2 ¥ PCRTagMan K4 A F & Rk K5 2 EF 244 £ R ER4E,
1.4 £ 21X
MEM. M&& 8%, 64 0FF WA Gbco 23], KMEILES. ALK, TR
FHERERS, HELARNL DNA RIUXFEW A RAR AR A RS,
Montanide ISA 201 VG 4£ 5] . Montanide ISA || R VG 12| 1 B 7% B Seppic 2 5],
mio 2 A%z B Solarbio #HXA R3], CDA*, CD8'% X L& futhiy A £ H
BD /5],
1.5 T EZME
HW.SY Il -K2 A& W, 38 8 K5 4%, BJ-2CD AARA L @ & H 4L TS5 IS,
HZQ-X300 # & # |85 3% % 48 . Eppendorf 5417R A & X 2% A & B 4L,
BCD-215KAJ AR 7k 46, SX-500 A % [E 4%, G:BOX £ Sh %t ix i A% % 4. 4 & PCR

BFHARE R L KRFEEFTELERE R ERME,
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2 7k

21 F 0k mENIEHA

2.1.1 ¥ Z himpn ey H &

(1) REEHTAE 23 AHBZFEARALF FmA,

(2) B FEZAEBETASIESAMA Hanks PR3, ALBTHEFELSLZESR
—AAFmA, LA, ¥E A Hanks &Pk 3,

(3) KL 5, Hanks ik %t 38,

(4) AT RE ¥ 3 LA 32T 49 100mL AT, Am N 0.25% 89 Bk Bl 2 484269 4~
54) , ETF 37°CKEFHFEA 30min, &% 10min #ER—K, FHILEBALZRE
AR

(5) A EiR, Hanks iR % 3 Ko

(6) MmNV EEIFWETHRE, REKIT,

(7) a2 @A Te, <EYH, RIELTIEZ MmO, 1Mk, 2 FEF# 8mL
BAR

(8) ¥ BTty minK-F#N 37°CRIRIEFRA, EAMEEK,

2.1.2 F Z A tm a9 45X

(1) HmipnskE Kk, LWEHTHEmitk, AHRRRERL3 Ko

(2) #if iR FRAMAE, A miai, AEEIHRE TR, Emie K35
TR, AREEIRESES, BIJLT@EHME 40 3mL 3E Rz L& bk,

(3) 10mL ZHERE B Ak, HF@abs LR ENmpihFiEig, %
BRAITHBHE —F, SEIFWIZHRMP, RN 37 CRERERFEER,
2.1.3 F 2 I Jm A 69 42 AF

(1) BEFEH R KMot iTmiasssc, FmiosiHmiaiiE it FEE R,
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) MR T B IR EHKR B O OuL, MMM ALEHR S O OuL, BIFEA
37°Cle R3S A M 1 h BANTERKIRE 8mL EHN 37 ClaiEiE i,

(2) ARmmeHRETIFEN, LSmabl%E 70%A L, HEZRi AR, FFHLx
AN—20ChE3 REHFREL .

(3) KirAEtREA 2 MR @AM e, RORIEIE, BERAEKRE 90 K.
10 AR, 20 K. 59 K. 70 K. 90 Kémfa & & A, L TCIDso 48 M) i 2 i B AR K
% PCR M mAELE, LP K2 90 KeYFHMEP A A F TR BB HBE
o

53 1p) 2

¥ 0 5 R A AR KK,

1F0kRERLTE

1.1 PCRTagMan #£4t: B AR & Rk K5 E E S 1243 L m# st £ 4242,

1.2 1K)

MEM. R & AEEF o FF WA Gibco N3, KBFHLES., I K, ¥
RS HEBRERS, mAELRZ DNA BIGXF &M 8 RARELAHEA RN T,
Montanide ISA 201 VG 4£ 7. Montanide ISA 11 RVG &7 ¥ 8 k& Seppic 2> 9],
trmin 2R & W B Solarbio FHEAA TR 3], CD4+, CD8+3% X% slkiitkiy B £
E BD 4],

1.3 T EME

HW.SY11-K2 2w k&3 Kis4%, B)-2CD ANRAEZHEA SN I EAEEF T
Y4 . HZQ-X300 A W 83 3E 5 4. Eppendorf 5417R A & X &R A %K H O
#L. BCD-215KAJ A Rk A, SX-500 A & E4%5. G: BOX K IM# I g & 4.

Mo PCR BLFH AR ERLRFEEFIZELRRIRERME,
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1.4 F0%RERLEE PCR N

FaT @R A R EA A F ZAmip L3R 4R 20 K.50 K. 70 K. 90 &
ML AEIRE DNA, 2RBEAZHERERFEEFRELREAEZIY
TagMan 4R A2 2 PCR Z A 3 FukmEadiranl,. A4, i, &
R A5G Kb AR E R, L5 AeiR st e ROE AR Ak 3 BT
% 3TagMan £ 4t & 3] 4 A F 4t 5 7

7ok il /| AR (5-3") a9 h &
AT (bp)
TagMan % | F CTC AAG GCG GTG GAA TGG A 84
4k R CTT CGG ACA CGT GGA CTT GC
YA FAM-AGA CGT GGA CTC CAA AGA CTA CCC
GCA-TAMRA

TagMan 3B R AEEE PCR REAKRF :
Premix Ex TagT M (Probe qPCR) : 2x 10uL,
L7314 10umol/L: 0.6pL,

T #5354 10umol/L: 0.6pL,

TagMan 10pumol/L: 0.5ulL,

DNA ##%: 1.0uL,

AZLLK: 7.3uL,

4 7t 20pL;

TagMan % EE = PCR RS54 : #ME M 95°C 30s, T 95C 5s, iE K
58°C 30s, 45 MAf; #EAh 58°C 30s.

2 F 07k g A A AR R AR IR

2.1 TCIDs, K I2%E R

BMAEBRALEFE Mo LAy minAE TCDS0 234 104, BR¥EHK 20 R@me &
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TCID50 £ % 4 10°°, 50 Kmfe & TCIDy, %A 10° 70 K@ ELEH 10
55 90 Kmfin& TCIDs, £ %A 10°%° 4wk 4 Fr= A 90 K@i # TCID50 4 %,

* 490 K#mfn& TCID50 4 %

=
ﬁf; H CPE# | W CPE4 | BARCPE4 | EMRALCPE# | EMCPE A XE
10™ 8 0 49 0 100% (49/49)
107 8 0 41 0 100% (41/41)
10° 8 0 33 0 100% (33/33)
10 8 0 25 0 100% (25/25)
10° 7 1 17 1 94% (17/18)
10° 6 2 10 3 77% (10/13)
107 3 5 4 8 33% (4/12)
10°® 1 7 1 15 6.3% (1/16)
107 0 8 0 23 0 (0/23)
10" 0 8 0 31 0 (0/31)

FEH Y= (5T 50%m% L F698 5%-50%) / (& T 50%m% % F 698 5 5-1&T
50%% L E 6B 5 4) = (77%-50%) |/ (77%-33%) =0.61;
lgTCID50 =-6+0.61*1=-6.61;
TCID50=10 °*°;
22 ¥R FRALE PCRAELER

i R EE 20 TagMan R A= PCR kst F ok medEF
Ehmip L3Esey 20 K., 50 K. 70 KA= 90 Rémfe & R#AIT AN, LR
HAME, METEAEATEE &R, FERGKEAN 1x10°~1x10 copies/ulL
WS, R&MXFRRIF, MXRH R=0998, v ¥xF (Eff%s) =87.61, A&
W N3 L Ct AR K XA y=-3.66x+4.622,
23 F O REREFXRLLLER

¥ 37°C A 0.4 PEERE 48h #915/X 90 4955 A Ar1EAr T F £ ALt £,
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K3~5 X, ZBRET@EEXAZEREL, 5t 3 Re@emREAZE2RE,
AL RETNLERERT
b, ARHAANCO)BENEARELLEE mp Esk, @
ELEAEREFTHFORREDER, ZREDBEWRTHH T ORFV &
AR ERAE T R R A B w ], ST F oM AsT AR E
Z49 % Lo

u

REbtmearhfdad T ARAGKER, TARMBGR, LiEIKEH
AR, AR A ARG IRF], AATURAY S B HEAN N A AR
B T AT B e BT T, . B if T AL
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