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Lo —Ff N E40 75 55 pp65 Ft S MILAE G % 22 D62 ha I X 7] 46 P 140 RE 33 v 10 i) 46 7
15, FRFIEAE T 4% HOMV TR AR pp65 Zr i At PR D4t « #2228 EAZ RIS BUAA peDNAS. 1, f4%
Gy % HEK293 40, I iiide £ g 5% Gt Motk FH Tl AE pp65 4705 HUAE A 0 12751 & FH PRk HE 35
Fo

2. MRAEAURIER 1 Pk (6 — N B 40 M09 55 pp6b Hit 5L AR B 9% 2 Dldadar ik 751 & BH
PO BB 3% 1 BRI 1) 46 7705, FURRAEAE T +56F HOMV TR #[%) pp65 & hidh 25 PR st i o R 77 k5
i

(1)%6 LA HCMV TR #k pp65 ZE R /7 F1 AR R, LA pp65NLS-F FiI pp65NLS—R1 45| #3347 55
—% PCR

(2) FLLEE—%8 PCR = AR LA pp65NLS—F Hil pp65NLS—R2 A5 )47 55 %6 PCR ;

(3) Ja LLEE %8 PCR = AR LA pp65NLS—F Hil pp65NLS—R3 A5 )47 55 =% PCR ;

(4) ¥4 = PCR 7= Wit Apn [ M1 Xho 1 FEHITERE VA7 A3 2 A R L ik
pcDNA3. 1A ;

=5 PCREH G H0E -

pp65NLS—F :CTCGAGATGGAGTCGCGCGGT

pp65NLS—R1 : TGGATCTACCTTTCTCTTCTTTTTTGGATCACCTCGGTGCTTTTTG

pp65NLS—R2 :TGGATCTACCTTTCTCTTCTTTTTTGGATCTGGATCTACCTTTC pp65NLS-R3 :GGTACC
TCTAGATCCGGTGGATCCTACCTTTCTCTTTGGATCTACCTTTCTC.

3 MRAE RO SR 1 Frad i) —Fh N B0 i) 55 pp65b BT MILAE 5098 2 kA Ik 75 & FH
PEXT B3 Fr i) £ 50 HAFIEAE T AFE LR DR -

AHCMV pp65 Zrhsh I PR (1) it

(1) #R¥E Genebank HELAAR ) HCMV TR ¥k pp65 4wfid 3L K731, i+ =% PCR 514, i@
It =% PCR ¥ 1E pp65 Hrhd LR 37 smfin b =B e A5 5 M — M & ;

=3 PCRIGHEIIT -

pp65NLS—F :CTCGAGATGGAGTCGCGCGGT

pp65NLS—R1 : TGGATCTACCTTTCTCTTCTTTTTTGGATCACCTCGGTGCTTTTTG

pp65NLS-R2 :TGGATCTACCTTTCTCTTCTTTTTTGGATCTGGATCTACCTTTC pp65NLS-R3 :GGTACC
TCTAGATCCGGTGGATCCTACCTTTCTCTTTGGATCTACCTTTCTC

=% PCREFAFEHI A 55 P HCMV TR #k DNA A#RRR , A pp65NLS—F Fl1 pp65NLS—R1 A 5|
Y AT 55— %8 PCR;

FLULEE % PCR W 54 LA pp65NLS—F 1 pp65NLS—R2 S 51 #1347 55 %8 PCR;

i i LSS 58 PCR 7 N SEAR LA pp65NLS—F Fl pp65NLS—R3 4 51 #1447 55 =% PCR ;

(2) ¥4 = PCR P Wi it Apn [ M1 Xho 1 FEHITERE VA7 S 2 R Lk
pcDNA3. 1A, 74 £ 1) B 2H A4 iy 44 A pcDNA3. 1A—pp65NLS ;

B. pp65 A2 40 M A X i) 4

(1) ¥4

ELYLRT— R HEK293 418 1 x 104 /m1 & T 7S FUAR s B 4L 2m1 ;55 YeB) 7E eppendor £
BN 150 w1 DMEM £5 3% INNE A ik 2 n g R AT, N Promega 2 &) 5% 457
FuGENE HD Transfection Reagent 4 u 1 yR%5], E{EME 15min 5 IMASF LRI — LA,
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BRRIINNIR EZEWIE 7 HOT K, SR 2T 37°C , 5%C0,35 3758 1555 48h

(2) iidk

IR WIS FRE R G, T ENIUIR R R, PBS BEHk 2 I #pli s G418 400ng/
ml f¥] DMEM 58435570k, B8R0 3 R 702 5 SR AIRAI MY, #8715 G-418  400ng/ml
DMEM 58 485 550k, 44T iR 25 iiii s 77 2-3 Ja B 2B 2 40 AR 5 TR R

(3 ¥ KHE; %

WS FUNR TP A A MO B2 TR T AL T ke, B2 3 250’ 40 M3 35 im h, 4k i & G-418
400ng/ml [¥) DMEM 58435 F= B AT 85 5%, 1o 4 M0 o A A 2 B DR T AR ) At e s 7 L, [T
PEAR GA-18 # 2 200ng/ml ;

(4) 4HRIAAT

P RIGF AR SR ERN M40, BI3RE R e A& A

C. R i e Mubk it 4w

(1) HIEFRNIEEE

W R T B e (40 M B T 7S FLAR P, 4R K f e T PBS BRI 2 IR, 4% 2 I R EE [ 2
15min, 1% fH7i8 37°C %% 15min, 20% /NG HE ] 30min ;—$H1 4 abcam 22 7] pp65 .37
FEHUAR 1 :20 B, 37T°CHEE 2h, PBS ¥k =¥k, BHK bmin ; i A Life A7) Alexa Fluor
488 conjugated I 186 1:1000 fE#EE, 0N & 30min, [FN % H DAPT 44t ;

(2) Western blot £5%F

VAR B A 4R B B T 7S LR, R HA e Je FH PBS Paisk 2 4R 4 5 1M PMSF (¥
RIPA LA 150 1 1 IS LR B — ML, BN FUAR, 11 8 R I S0 78 S 40 i, UK
2@ 30min, HAE)EERS Smin SBEN7SFUMR— Ok, A 8 RIS 5078 SR 4L, ORI T
eppendorf &, INZEAAFA 2 x SDS-PAGE 5 [ EAEZE IR S, k7K o & Smin, 15 31 %
U () e EURE I 16% 1Y) SDS-PAGE #EAT FLIK 739, S8 5 5% E1 31 PVDF i |, AT 5% Ff I T ok
B G, —P0 A abcam 2 H) pp65 FETEIA 11000 FikE, 4CHE B 4, TPST Bl =k, BRIX
smin, “HUNHAZ S HRP AR LI FEHUER 1gG1:5000 FkE, IR & 1h, o TPST BEk =
R, BFUR bmin, ECL VEBEATHEG |

D FHPE I A i il 2%

1A P20 L, — IR AR e B 4L pp65 1, — M IE R HEK293 40 o F8 e B JL it 41 g
THACKT » 7 PBS B8, 20 M v 5505 V7 4R Bk B2 9 5000 S /ml ¥ IR R HEK293 4 fa 4L/
IR F PBS B &, I v 205 T AR N 5 x 1074 /ml B Iml B L e AN 5 4m] 1E
WAMIE A5, AR EIRABUKEM BRI EAAZ Lem B/NLFRISSRAT 50 u 1 7R
GO, KB BT R, K 28 KA TR RELAMNIN 100 w1 4% ()22 R FEE, [5 € 15min,
TG IRAFT —80°C, i% 3 Jv BRIy HOMV pp65 Hi 5 HILAE FH PR3

4. FRABBURIESR 1 B B9 — i N B0 i 55 pp65 B MILE F09% ¢ A A5 & fH
TEXTRE I B & 7732, HAFAEAE T« FRBURI 23K 2 Frid 50 f5 1 HOMY . pp65 24 1R 7 5]
2 SEQ No. 1 TN

5. MRAE AU ZE3K 1 Frad 16— P N B 40 M7 55 pp6b H1 I HLAE Ho % ¢ St e il 75 &
SH P R B R il 2% 7 0%, HAREAE T ik i J5 19 HOMV. pp65 1% 5 R w64 7 71 1 SEQ
No. 2 Fr7~o
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6. FRABRANER 1 Frid i —Fh N B4 5 pp65 HLJR MILE F09% ¢ A It 75 & FH
PEXERE 3 F7 1 4 77023, HUERAEZE T :HCMVpp65 70 J5 MILE R 4928 7 Dl 1k 7] 5 BH P o RE
B i A pp65 FHPESH MU B T Bk RIS U0OE 5 1 HOMV. pp65 FAZ R IAFA .

7 RIEACRIESR 1 Bk i — P N B 40 M09 55 pp6b Bt 5L IUAE S 9% 2 DladaAer it 75 & BH
PEXTRE B 0061 & 792, HURREAE T Bk (%) HOMV TR #% pp65 5 [K 7 51 1] Genebank & fifi 5
A :KJ743149,
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—M AE MRS pp6d HJRMIE R AENIXTIE
PR Xt B3 A B & 75 0%

ARG
[0001] AR W K R DR TR HA S S Wik sr) U, e K — P N B4 IR &5 pp65 4715
MILRE o5 5 2 I 71 46 S 1k o 3B ) ) % 77 2

EREAR

[0002] A EBEZHiefmE (human cytomegalovirus, HCMV) B T AZEZmE B WAEMRE,
TENFE P BB o it , 2 AR A7, LS IAT 0 22 R & R 1, 40 % ~ 100 % i A HCMV
FURBHME . B FEREH, HOMV J& A S50 R I g B DL (s S A 2 — , Z2 B HOMV i ke 4%
FEEI N, 2/3 Fo R PRI GY 2t 2 A JR R B Gt i o B0 R GL H1, 90 % (1) 28 LAR I
Il RAER s 20 5% ~ 10 % 32 GLZA 1 m] 3 jim ™= FEfG G LI« R B IR 28 JOR R M A
XA R FRESE SR Ak, HOMV 7Bl B et 4% B R A 2 TORA 330400 26 35 4 R I g
WM FEERFEZ —.

[0003]  [E il PR L 2 75 Bt v 5 2 R S 0 HOMV B GR & W 777, 7 — SRr @A
FER N, b ds B R F AR T B UHA RS2 AR IR FE s B 010 L DL S 352 G )% 3011 57
YEIT AR R T 2 B 0 . HOMV 72 5% A7 1B AR i s 2 Ra Mgy, BUmE 2§52 3
i, ABA (A B HER LR AFAE - TAE HOMV v 30 I e b, i 5 K 8 R 1, Al 7E ML SR
TR S AR PR TN BT B o 8 B AR 12 B HOMV V5 Bl P I i B B iR AR . —. =
JE T 55 B R B 2, o 5 0 3 SR I8 A IR, 4075 2 ~ 4 W), i Hp s J A
BRI, o ST SR AF B AR Y B B I BER, ANIE T e AN 100 B 0 A IS 1
W zWi. T3P 1R TR HOMV 485 TeM HUiA 1) ELTSA 50771 K] 4 y% #0112 22 i 4
N B 7 FEAR B R tH B, 5 B0 tH 22 FEAIC, tH BB B 1

[0004] o 5 ML SE i 78 MLV RS D99 A A R s I B R, 5 FH I 7 V0 )% e TR RN
TR B ROG R . HOMV pp65 $T 5L IHLHE $i 7 40 ] I 50 A% 20 i B3 A e s 200 e m o ) 1)
HCMVpp65 L5 . 1% 77152 FH WIM Vander BIJ %% 1988 4F##:57, CMV-10 A1 CMV-11 PR BEHT
2 HIZ LI % i %5« HOMV pp6b & — P& A, /AR5 & =50, o 78 B0 5 PORL I
15% , EEUE/IMA A 1A 90 % o B /IMA 3= B Hms B I 60 2 M IR &5 11 pp65 T . 7B
& A AR R & B AR S m R AR A ER S S, A BT R E R A
M5, RO AT H & 58 G I 77 A TN 2 HOMV . pp65 $t 5t o A i 7838 B, 78 M ks 0 21 HoMy
BUR SR A s MR Ge A IR I — B . R HCMY pp65 7 JBUIILE B 28 Bl A — R ) HOMV
TSN G HT “ S hRUE”. BT, BRI 24 1Q Products AEFHJ “CMV Brite™ Turbo
Kit” 3R13 1 3£ FDA Hyfthit, FH T ilw AR U, AHGE R AR 170

[0005]  HCMV pp65 HiJi HILAE b 2 ' vAAa U 0 6 i 0 KB ARAZ 0 il £ pp65 BR 78 F2
FUBAIFH X RE S (B ) o HH Tl 2% pp6b BHMEXT RS (37 ) BIT7ER WA , 4% B
SRR — RO AR, A BT EGFP IR ERF AR 7 RN, Bk EE Y pp65 J: (K i (1)
FE N 1 Y 5 A7 M B R I 1) 2% 25 DR A S A R AN R < B G GLin) ppes - 25E

5
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PEAEANNL 5T, 177 HOMV G pp65 T 2 A AE AN MO o IX st e I R 22 PR RO
FasE e G pp65 [ AN TE S PEXT RS (BOR ) o DURFRATIXS pp65 g s 5 IR HEAT 20
WL =4 PCR AEH: 37 S in =% A0 15 5, i AR E LA 5 Z Biin E— &R (Pro)
FIRZIEHATREAFAER o WRBESSH . G B0E SR 1 pp6b Ji fd 5k IR N R 40 i A B,
CogaE N T AN . AR A OE Jo A0 AR B E RO BRPE S, (3R ) FRRBEEE &, A A
TR GLRT B SE Rt it 5 4h, HOMV Ardidk AD169 703000 = KRR FE o, R A &K
AR . IS AD169 i pp65 Gt 5 [R5 B B Ak pp65 G bk A (1 EL ot Ja BATVR I, 474
2 AL RAE () , IXBERAZ AT REA b P 51 o IR Z R R AL S TS 5K
B, H = FEUR S R N R IETUA AR 5 HH RN, (I, AR A I R 0 B #k (TR
PR ) AR B, B G T A R R AL 3 B SUR S BUR AN BB 45 & (45 L, RIE T A TR
DNt eyl FEPEAT R

LZRAE

[0006] AR BN B B4R T 8 X BLA R IH AR A 2 S B AR SR B3, B AT R
PR E KIS HOWV  pp65 Fi 5 B4 fekk, A HOMV  pp65 H1 IR HILAE H % 58 i ik
FIE R XS RS (B R ) .

[0007] AR EA B 2l DA 77 RS -

[0008]  — it A EL4H iops 55 pp65 Bt 5 HILIE B2 5 StFdar i vk 71 2 FH 4 ok HE 38 v 1 il 4% 7
15, FRHIEAE T 4% HOMV TR AR pp65 gt BR it #2228 EAZ R IABUAA peDNAS. 1, 4%
Gy HEK293 40, JFiiide £ o€ 5% Gt bk FH T il /E pp65 470 I HLAE A 0 12X 751 & FH PRk HE 35
Fo

[0009]  FrikRf—Fi A B 40 M5 B pp65 HL I MUAE S 2 Gy I 571 45 BH P % HE 3 A (1)
il & J71, HAFAEAE T <X HOMV TR #R () pp65 S b i IR fuist I8 5 40 1 77 VA K30,

[0010] (1) GLAHCMV TR #k pp65 H: 87 71 A5 , BL pp65NLS—F Al pp65NLS-R1 45|43
ITH—H PCR

[0011]  (2) FLPLEE—%& PCR ) WAtk LA pp65NLS—F 1 pp65NLS-R2 24 51 ¥ AT 55 %6
PCR ;

[0012]  (3) J5 BASE %8 PCR /¥ AR LA pp65NLS-F il pp65NLS—R3 4 51 ¥ 34T 55 = %8
PCR ;

[0013]  (4) B =% PCR/=¥)ilit Kpn [ MiXho 1 PRAITEEETIAL 251 2 BAZ R L H K
pcDNA3. 1A ;

[0014] =% PCR {EFF 3|0 F -

[0015]  pp6B5NLS—F :CTCGAGATGGAGTCGCGCGGT

[0016]  pp6B5NLS—RI :TGGATCTACCTTTCTCTTCTTTTTTGGATCACCTCGGTGCTTTTTG

[0017]  pp65NLS-R2 : TGGATCTACCTTTCTCTTCTTTTTTGGATCTGGATCTACCTTTC

[0018]  pp65NLS-R3 :GGTACCTCTAGATCCGGTGGATCCTACCTTTCTCTTTGGATCTACCTTTCTC,

[0019]  FriR A9 —Fi A E 40 M B pp65 HUJi MUAE S 2 ey I a5 45 BH 1 %o HE 38 v (1)
il 4 Tk, HAREAE T AR PR

[0020]  A.HCMV pp65 Zhd 5 IRl ) it



CN 104569388 A w Bf B 3/7

[0021]
[0022] (1) #R¥% Genebank T /A A [ HOMV TR #% pp65 4 fid 3 K7 %1, 51+ =% PCR 5
), 1 =%8 PCR JE A AE pp65 Fifd R 37 v b =B @i fg S M — AR

[0023] =% PCR fE¥F 5| ¥0F -

[0024]  pp65NLS—F :CTCGAGATGGAGTCGCGCGGT

[0025]  pp65NLS-RI :TGGATCTACCTTTCTCTTCTTTTTTGGATCACCTCGGTGCTTTTTG

[0026]  pp65NLS—R2 : TGGATCTACCTTTCTCTTCTTTTTTGGATCTGGATCTACCTTTC

[0027]  pp65NLS—R3 :GGTACCTCTAGATCCGGTGGATCCTACCTTTCTCTTTGGATCTACCTTTCTC

[0028] =% PCR JGFRTE A2 S LA HOMV TR #k DNA A, LA pp65NLS—F Al pp65NLS—R1
NG WHEAT 5 PCR. FELASE—%8 PCR ¥ N5 LA pp65NLS—F 1 pp65NLS-R2 24 5| i3k
175 5 PCR. 8t LASE %0 PCR ) A5 LA pp65NLS—F H pp65NLS—R3 A 5| )3 AT 55 =
% PCR ;

[0029]  (2) B =% PCRF=#)@EIT Kpn [ M Xho [ FR&IPEBEDIN SiEREE B RIAH K
pcDNA3. 1A, 74 £ 1) B8 2H A4 iy 44 A pcDNA3. 1A-pp65NLS ;

[0030]  B.pp65 A& 40 Hudk 4 2

[0031] (1) %%

[0032] %% YRl — K4 HEK293 40l 1 x 10°4 /ml &8 T 7S FLAR 37, B FL 2ml o 55 i 78
eppendorf & HAMA 150 u 1 DMEM 55790, MM B Fk: 2 u g VR 25J, H N Promega A 7]
w5 FuGENE HD Transfection Reagent 4 w1 VE%4), SIEHMCE 15min JGINAZSTLIR )
— LA, BRI NIR EE GV 80Tk, SR 2T 37°C , 5% CORi MR
48h ;

[0033]  (2) ik

[0034] IR (1) HIEEFRERIG, T E75FUR BRI, PBS Peidk 2 IR, Hepli ¥ G-418400ng/
ml () DMEM 5¢ 4= 3% 77 2, BERR 3 R 37 25 A R: 7R A D040 e, 487 19 & A G-418400ng/ml [
DMEM 5435772, FRadiAT IR im e sy % 2-3 Ji B 2 9 B A0 SR 7 T R

[0035]  (3) ¥ KEEF%

[0036] ¥ 7SFLAR o 40 BRAE 5 T 40 T ok, #5422 25em 40 f s =i, gk S F 5
G-418400ng/m1 [1] DMEM 584 5% 5% L AT 35 5%, 1o 40 M A W6 o % A 2 B KT AR 1 48 g% 57
WL, R PEAG G4—18 M EF % 200ng/ml ;

[0037]  (4) 4HMi%RAF

[0038] ¥ KILEFRE A EHE NI T 4HHE, BIIRIS AR e e 4 i+ H

[0039]  C.A&2E %% LA Mk ) 45 8

[0040] (1) & RIGIESEE

[0041] 575 5E B G 4 ol T 7S FLtRk h , 77 HA W 5 S H PBS Baidk 2 1Kk, 4% %2 58 F1 R [
5E 15min, 1% Bi$7# 37°C %% 15min, 20 % /N IMLE EHA] 30min ;— 31 A abcam /A &) pp65 H.
TR 1220 #BE, 3T°CHE & 2h, PBS ¥k =X, B 5min ; PN Life A7) Alexa Fluor
488conjugated SEFLE 16 1:1000 f5F5FE, IR & 30min, [ DAPT FF 4t ,

[0042]  (2)Western blot £ &

[0043] 57558 B YL 4n Mo B T 7 FLAR 4 AT Ja Je FH PBS el 2 ¥k DR 5 LmMPMSF

7
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[¥) RIPA #8150 u 1 i I A TS LR 89— AL, BBI7SFUIR, 10 8 A R 35 ) B sa 20 e,
UK E2&# 30min, HH1A)RERE Smin 52875 FLAR— K, 13 85 1 2V 1) 50 78 ca A0, A B 2 A v
T eppendorf &, INEEAAFRT 2 x SDS-PAGE & 4 FREZZEMIBIRS], /K & Smin, 15 2
U RS AR 15 % (1) SDS-PAGE HEAT HLUK 48, S8 J % E 3 PVDF iR I, F 5% (R B IE 9
W3 G, — N abcam /A &) pp65 B TLHUAR 1 :1000 FkE, 4 CHY &34, TPST ik =1k, &F
W 5min, PN AL EHF HRP R0 K ZEURR 1e6G1:5000 Fikk, SIRNEE Lh, )5 TPST ¥k
=R, BFUR 5min, ECL i3 TR |

[0044] D, FHPEBE A [ %

[0045] & PRIRAHML, — IR VAR E 5 4% pp65 1, — N IE T HEK293 A 5 48 e 5% GL 1)
YHRTEAL G, FH PBS G, 4 M BUE A5 40K A 5000 A /ml 50 IEF HEK293 4 i
JHAL G T PBS HE 8, M TH U AT AN N 5 x 1074 /ml B Iml A2 S Y20 i
5 aml IEH MR A5, 7R3 B BUK M EDE B B2 2 Tem BI/NMLAII SR AR
50 u 1 VRS 40N, K B BT KWL, Ik 28 KA T LA In 100 w1 4% 12 R,
5E 15min, TEESGIRAFT —80°C, %3 A BN HOMV pp65 HJit HLHE FH 435 o

[0046]  FTiA i —Fi N B 40 M 0m 5 pp65 HL IR MUAE G2 2 iz A It 771 20 BH P 5o RE 3 (1)
il 4% Tk, HARIEAE T o — FhBURI R 2 Bk ofid J5 /9 HOMV  pp65 2L B 7 51 11 SEQ No. 1
Fiwe

[0047] PR i —F0 N B 400w E pp65 H1 I HUAE G2 2 iz pa It 73] 45 BH P 5o BE 3 1)
14T, HUEREAE T I 508 5 (9 HOMV pp65 #Z% R 4m A5 5 %1t SEQ No. 2 FliR .

[0048]  FiRf—Fi A E 40 I EE pp65 HU I MUAE S 2 i I a7 45 BH 1 % HE 3 v (1)
il 770, HAFHEAE T :HCMVpp65 70 J5 LR S F 1% 5 32 a7 & FH P 0k BE 38 A B FH pp6s
BHEAH M A% e T FriR RIS MU f5 1 HOMV. pp65 FLEZ RIS HAE

[0049]  FriRf—Fi A E 40 M5 B pp65 HL I MUAE S 2 Gy Ik 571 45 BH P %o HE 3 v (1)
B4 700, HURAEAE T IR (K HOMV TR #% pp65 J: K /5 71 f) Genebank & Fi 5 A :KJ743149.
[0050] A i AR AR BH FH PR 40 M 43 B8 50, BeEBEHE, B, 6 EEXF T

[0051]  HCMV pp65 i i HILE G 12 5 Y6 v A8 Ul 7) 45 1 9 KB AR AZ 0 il 4% pp65 B b %
TUARFIBHPEXTBE S (BEH )« AT pp65 Fhd 2 R HEAT i, 33T = %6 PCR 76 H: 37 Jwmn
SAMZENAS T, T B BG5S Z 8 L — N HER (Pro) FIRZILH T EEFER a
WRHELE Y o 520G S 1) pp65 g hd B R S N L AZ A IR, O e e e T4 iz, HixX
Fh s i A AR BE I BAE (B ) FRUR B (R, 7 5 0 B i B I SE Bt e 7 4%
HCMV #R#ERK AD169 7ESET60 = KHHFE AT FE P, AR RA SR AR K Il AD169 #k pp65
Yt BE DR 5 B HE AR pp65 w2 (R L fE ATV AR I, 4775 2 b RS IRAE (i) , iX LR
BAARAEBEANGRD 77 . W SRAZ R AR R AEAE S PR A 3R AL, 12 3 30 24 0O R4 7
FUEA GRS 5 HAH TR M . DRI, AR AR IR 43 B ik (TR AR ) AE st , ke 1 5L A
RAZFEM PR SHUEA R A A ISR, (RIE T H TR IR a] SR 92

4 (& 15 BH
[0052]  [&] 1 A H] PCR 7775 HCMV TR ¥ pp65 gmhid i IR 34T it 45 3, Horp ki 1 NS —
¥ PCR &5 R, ¥ikIE 2 N5 % PCR 453, VKB 3 NEE =% PCR 4R

8
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[0053] & 2 it J 1 pp65 gt I DR i 12 28 B AZ R IB B peDNAS. 1A B b4 5, Horhik
T8 1 AR Z BTEIEE3, JkIE 2 2 Xho T HEEGIIZE R, VB 3 Jy Kpn T BREGDIZE R, VKA 4
K Xho I A1Kpn I XUEEYILER

[0054]  [&] 3 9kt f5 1 HOMV pp65 Zhid 3 DR 1% 42 32 HAZ R IR 3R AA peDNA3. 1A H 41 5k i
FPes R

[0055]  &] 4 B epirid 5 pp65 JaAD LR [ HEK293 40 M0y ¢ ' % e 45 1, Hidh A %t
Yo T M0 5 pp65 G Ais IR () HEK293 41 A, 7] WL H: 3804 H A& A, i 57 AR S Ak 9 pp65
BRECINR, B A IE S HEK293 41, ARk B INE N

[0056] & 5 AEEGLE 5 pp65b dmhd JEIR A HEK293 4l il Western blot BE 45 R . Hrh
VKT 1 MEE YT O S pp65 s EL PR (1) HEK293 41 g, ] WL 261k B (& (A, 1 B AT LA
AL pp65 BRI, 26 R/ NS TFNARAT & o VOB 2 A IEW HEK293 4, ARIE H &
=i

[0057] P& 6 7R R Wl % pp65 LR MLIE FHPE 8% F B9S2 TAE XA A E 45 A &) pp65 #it
Ji AfAE BH PR BE B BT bl Hodr A SRR R BH i 4 B BH PR BE B B, B O E AR 5] pp65
F0 5L IILAE BH P o) B B

BAEEAR

[0058] 1. HCMV pp65 &tk Pl i) i

[0059] (1) A& B AHRHE Genebank F1 L AA I HCMV TR #% pp65 b LK 231 (B Fi 'S
KJ743149 Z 7 H AR B BT ER ) , it =% PCR 514, il it =% PCR 7GR 7E pp65 ikl
(1) 37 s hn b =Bz e A5 5 M —MHER . =% PCRIGH I T -

[0060]  pp65NLS—F :CTCGAGATGGAGTCGCGCGGT

[0061]  pp65NLS—R1 :TGGATCTACCTTTCTCTTCTTTTTTGGATCACCTCGGTGCTTTTTG

[0062]  pp65NLS—R2 :TGGATCTACCTTTCTCTTCTTTTTTGGATCTGGATCTACCTTTC

[0063]  pp65NLS—R3 :GGTACCTCTAGATCCGGTGGATCCTACCTTTCTCTTTGGATCTACCTTTCTC

[0064] LA HCMV TR #k DNA AR , LA pp65NLS—F Fll pp65NLS-R1 2y 5| #3447 45— %6 PCR.
FLLEE—%& PCR ) 95K LA pp65NLS-F Al pp65NLS—R2 24 5| Wi AT 55 — %6 PCR. & )& LASE
B PCR P AR LA pp65NLS-F 1 pp65NLS—R3 95| 4334T 55 =% PCR.

[0065]  (2) B =% PCR=#)ilit Kpn [ MiXho 1 PRAITEEETIAL 21 2 BAZ R X H K
pcDNA3. 1A, 4% 1) B 20 244 4 44 4 pcDNA3. 1A-pp65NLS.

[0066] 2. pp65 Fak 4 ik ) A4 22

[0067] (1) %%

[0068]  %EYLEi— K HEK293 401 1 x 10°/ml G- 7~FLiR o, £:40 2ml o %5 4L 7E eppendorf
BN 150 w1 DMEM 5728, NN E ALk 2 v g J8 2, N Promega /A &) % 44l 7]
FuGENE HD Transfection Reagent 4 u17B%]. i E 15min FIMASFLR K — LA,
RRRINNIIR, & EEWIB 80Tk

[0069] HRJGET 37°C, 5% CO,¥5 7256 T 1537 48h.

[0070]  (2) fiiiik

[0071] %545 A8h FEE/SFUMR IR, PBS Boigk 2 0 s G-418 400ng/ml ¥ DMEM
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SEAERIRIE . BN 3 RFT L IH B FRAFIFEANML, # 3 (1 & G-418400ng/ml [ DMEM 5¢ 45
FEHE, Z3Winik 2-3 JE BB B A A IE T K.

[0072]  (3) ¥~ K¥:5%

[0073] 7S HALAR o B S R V& T 40 Tk, e B B 25em’ B 4l Mu ks SRR, Ak e S A
G418 400ng/ml ] DMEM 5 43537 B b AT 55 9% A2t i ol it J A% AR 2 B R T AR ) 40 B g% 5
I, R PEARS G4—18 ¥ JE % 200ng/ml .

[0074]  (4) ZHARIRAF

[0075] ¥ K$FFfaihfr— e =M 4.

[0076] 3. Ao L S Uk ) 5 2

[0077] (1) S RIGIE%EE

[0078] i Ha @ B L 40 M i T 7S FLAR T, £ FoA T e S PBS BE %k 2 IR, 4% 2 R H %
[@l %€ 15min, 1 % f $7 38 37 °C % 3% 15min, 20 % /)2 M3 £ 1] 30min. — #i abcam 2 7
(ab49214) pp65 B 7E[EHIAE | :20 FkE, 37°CHF & 2h. PBS eI =K, £ 5min. P N Life
AN#] Alexa Fluor 488conjugated ZEFiE 1gG 1:1000 55k, ZEM T 30min. [FIF%H
DAPT A SC WS AT e o &5 SRAnit B 1R 4, 7] LA WA 1A pp65 & 1, 7 96 T s
TNRERGETONE S H pp6b WAL E S T4k .

[0079]  (2)Western blot £ &

[0080] A% E ¥ YLrty 4m Mo i T 7S FLAR 45 AT f5 26 FH PBS Rk 2 K. ¥4 5 LmMPMSF
(%) RIPA 2 150 w1 AN LR B — L, SR 3h7SFUAR , 13 28 R 35 20 78 sa 4 i,
UK _EZ# 30min, HHIA]BERS Smin SEEN7SFUAR — K, 0 8 L AB R S0 78 s Al . R B2
YT eppendorf & e, INZAARIE 2 x SDS-PAGE & 1 FREZEMRIRS], Wh/K & Smin.
TR I RE S 15 % 1 SDS-PAGE #EA4T HLUK 73 85, 28 i ¥ B0 2 PVDF i [ 5 % 1 i T
WykyE A G, — PN abcam A 7] (ab49214) pp65 5 5L FEHUAA 1 :1000 #5 B, 4°CHF & L & o
TPST ¥eigk =¥, BRI 5mine 30N L 44 HRP FRiCHIZEST R 1661:5000 #kk, =EIE &
lho HJi TPST Peigk =K, BFR Smin, ECL yAREATIR Y. &5 R anii BB 5, AT AR e % Y
pcDNA3. 1A-pp65NLS JFTRL 4 f kR 18 pp6s 8 1, H+ 8 K/N2R T2KD, 1 1E5 HEK293
YA FKIA pp65 HH .

[0081] 4. FHMESE KO %

[0082]  HE&FGIRAHML, — M AAR B e Uk pp65 K, — Y IEH HEK293 ZHIff. A% 2 Fe e i
RN AL S, R PBS 8, 4N M 15505 U ST AN O 5000 4~ /ml . K7 IE R HEK293 4l fii
JHAL G T PBS B &, 4L T UG AT AN 5 x 107 /ml. BX Iml ARUE HE 420 i
5 Aml IEH AR G55, R BIRA BUK M EIE R B2 Lem B/NLF IS ST AT
50 u 1 VR 40N, K B BT KWL, Ik 28 KA T LA In 100 w1 4% 2 R,
E 1omine TIREIRAFET —80°C. %3 /v BRIy HOMV pp65 Hi & MLAE FH PR3

[0083]  [&] 1 ] PCR J732:0f HOMV TR #k pp65 hid L PR 34T b0t 45 51, Hoh vkl 1 g —
£ PCR 4558, VKl 2 S 55 PCR 45 5%, VKl 3 SN =% PCR 454 ;

[0084] & 2 kil 5 ¥ pp65 S IR 1% 4 22 HUZ SRIA B A& peDNAS. 1A BT 45 51, bk
18 1 NV Z TR SE R, VkiE 2 4 Xho T HEETIZS A, JKIE 3 v Kpn [ SEGYIEE IR, VikiE 4
N Xho I A1Kpn I XUEELIZER
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[0085]  [&] 3 9kt i i HOMV pp65 Zhi 3 PR 1% 452 2 FAZ R IA %A% peDNA3. 1A B 41 5k i
FPas R

[0086] & 4 Ayl Yeiiits 5 pp65 FrAtFE IR 1) HEK293 41 il G 3 6 Y %5 e 45 1, Hoh A %%
LT & J5 pp65 G PRI HEK293 44, 7] D 358 B 85 1, 1y HL AT AR R A6 ) pp65
BHIR S, B A IEH HEK293 41, A&IS BN

[0087] & 5 ML Geiiiti 5 pp65 Jmhd LR ) HEK293 4l Western blot %52, Hrfb
VKIB 1 NEEYL T D S pp65 DL PR (1) HEK293 41 i, 7] Wik B (& A, 1 B AT LA 7
Ak pp65 BT, 27 R NS TINAERT & o WkiE 2 A IEH HEK293 4iiff, ARE B &
S

[0088] & 6 7R K WAl % pp65 LR MLIE FHPE 8% F B9S2 R TAE XA AN E 45 A ) pp65 $it
JiR AUAE BA PRI A BIRT E . Hodr A DAk BH i & B BH PR HE 3 Fr, B W AR FE A 7] pp6b
P IR BH P X6 R 88E

[0089] AN SEita 1] Fr il 4% 1¥) HCMV pp65 HTJiR I 3iE FH M 3% F 5765 2% 1Q /A 7] pp65 HL R MLEAS
DT G BH M R %85k, S0 R 5K 38 20 M A 25 BH R 4 M 28 i T AR S5 T B

BEERWT -
[0090]
TiH AR 1Q ]
Bk ran | B 9% 10° 2x10°
e ZE 55 77
SHPEGH By | 225 5 3
bRz 1 1
A AR SR 0, 42¢cm” 0.38 em’
PrifE 2 0.03 0. 05
RH PR 41 B 3 BRI 53063 Lyl
PASEEESN RS, HHA, WEREER | R
T & K p53[a%) A
FH M40 M pp6s WA ELr | M T4z @ K e T4
%, 18R EM
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AR PP A SO i ) HOMV. pp65 (28 2 1 51 (SEQ No. 1)

MESRGRRCPEMISVLGPISGHVLKAVFSRGDTPVLPHETRLLQTGIHVRVSQPSLILVSQYTPDSTPCHRG
DNQLQVQHTYFTGSEVENVSVNVHNPTGRSTCPSQEPMSTYVYALPLKMLNIPSTNVHHYPSAAERKHRHLPVADA
VIHASGKQMWQARLTVSGLAWTRQQNQWKEPDVYYTSAFVFPTKDVALRHVVCAHELVCSMENTRATKMQVIGDQYV
KVYLESFCEDVPSGKLFMHVTLGSDVEEDLTMTRNPQPFMRPHERNGFTVLCPKNMI TKPGK I SHIMLDVAFTSHEH
FGLLCPKSIPGLSTISGNLLMNGQQIFLEVQATRETVELRQYDPVAALFFFDIDLLLQRGPQYSEHPTFTSQYRIQGK
LEYRHTWDRHDEGAAQGDDDVWTSGSDSDEELVTTERKTPRVTGGGAMAGASTSAGRKRKSASSATACT SGVMTRGR
LKAESTVAPEEDTDEDSDNE THNPAVETWPPWQAG I LARNLVPMVATVQGQNLKYQEFFWDANDTYRIFAELEGVWQ
PAAQPKRRRHRQDALPGPCTASTPKKHRGDPKKKRKVDPKKKRKVDPKKKRKVGSTGSR

R T BIrd B EGE Ja HOMV pp65 465 Fr 51 (SEQ No. 2)

ATGGAGTCGCGCGGTCGCCGTTGTCCCGAAATGATATCCGTACTGGGTCCCATTTCGGGGCACGTGCTGAA
AGCCGTGTTTAGTCGCGGCGATACGCCGGTGCTGCCGCACGAGACGCGACTCCTGCAGACGGGTATCCACGTACGC
GTGAGCCAGCCCTCGCTGATCTTGGTATCGCAGTACACGCCCGACTCGACGCCATGCCACCGCGGCGACAATCAGCT
GCAGGTGCAGCACACGTACTTTACGGGCAGCGAGGTGGAGAACGTGTCGGTCAACGTGCACAACCCCACGGGCCGAA
GCATCTGCCCCAGCCAGGAGCCCATGTCGATCTATGTGTACGCGCTGCCGCTCAAGATGCTGAACATCCCCAGCATC
AACGTGCACCACTACCCGTCGGCGGCCGAGCGCAAACACCGACACCTGCCCGTAGCTGACGCTGTGATTCACGCGTC
GGGCAAGCAGATGTGGCAGGCGCGTCTCACGGTCTCGGGACTGGCCTGGACGCGTCAGCAGAACCAGTGGAAAGAGC
CCGACGTCTACTACACGTCAGCGTTCGTGTTTCCCACCAAGGACGTGGCACTGCGGCACGTGGTGTGCGCGCACGAG
CTGGTTTGCTCCATGGAGAACACGCGCGCAACCAAGATGCAGGTGATAGGTGACCAGTACGTCAAGGTGTACCTGGA
GTCCTTCTGCGAGGACGTGCCCTCCGGCAAGCTCTTTATGCACGTCACGCTGGGCT CTGACGTGGAAGAGGACCTGA
CGATGACCCGCAACCCGCAACCCTTCATGCGCCCCCACGAGCGCAACGGCTTTACGGTGTTGTGTCCCAAAAATATG
ATAATCAAACCGGGCAAGATCTCGCACATCATGCTGGATGTGGCTTTTACCTCACACGAGCATTTTGGGCTGCTGTG
TCCCAAGAGCATCCCGGGCCTGAGCATCTCAGGTAACCTGTTGATGAACGGGCAGCAGATCTTCCTGGAGGTACAAG
CCATACGCGAGACCGTGGAACTGCGTCAGTACGATCCCGTGGCTGCGCTCTTCTTTTTCGATATCGACTTGCTGCTG
CAGCGCGGGCCTCAGTACAGCGAGCACCCCACCTTCACCAGCCAGTATCGCATCCAGGGCAAGCTTGAGTACCGACA
CACCTGGGACCGGCACGACGAGGGTGCCGCCCAGGGCGACGACGACGTCTGGACCAGCGGATCGGACTCCGACGAAG
AACTCGTAACCACCGAGCGCAAGACGCCCCGCGTCACCGGCGGCGGCGCCATGGCGGGCGCCTCCACTTCCGCGGGE
CGCAAACGCAAATCAGCATCCTCGGCGACGGCGTGCACGTCGGGCGTTATGACACGCGGCCGCCTTAAGGCCGAGTC
CACCGTCGCGCCCGAAGAGGACACCGACGAGGATTCCGACAACGAAATCCACAATCCGGCCGTGTTCACCTGGCCGC
CCTGGCAGGCCGGCATCCTGGCCCGCAACCTGGTGCCCATGGTGGCTACGGTTCAGGGTCAGAATCTGAAGTACCAG
GAATTCTTCTGGGACGCCAACGACATCTACCGCATCTTCGCCGAATTGGAAGGCGTATGGCAGCCCGCTGCGCAACC
CAAACGTCGCCGCCACCGGCAAGACGCCTTGCCCGGGCCATGCATCGCCTCGACGCCCAAAAAGCACCGAGGTGATC
CAAAAAAGAAGAGAAAGGTAGATCCAAAAAAGAAGAGAAAGGTAGATCCAAAAAAGAAGAGAAAGGTAGGATCCACC
GGATCTAGA
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