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BRE ~ OB - RFEfAEPEGIN IPNV ZRGL - E RbREEE I ER e = E  F
T AR FRAVE RIRR o GRS B o BUm IR o ARG R RS R R, 0 T
KEIEL - IEBUHIE - NEERCARIEL « BRI EGHTE —Hes REUR > JEE
PR IPNV BB RIEL R UG 100 35 7 B < S R IR Ay - R 38 55-02% 4t
(35 AEYIE( Vibrio ) Bl IPNV RS EGY » JNVEHLAS R - BEEaAH B R B
BB IR BN ENEROKESEL o (B AR A e > 5IFEREIELC >
FrLAES IPNV BTG RE N » FrLASHENR I RIIILAASE - IPNV & —fl g e
IR SRR A AR - (B EEERTRY VP3 o UGS B S AL AR
55 B - T8 Michelle Donnelly Kz Gillian Elliott F#4Z&m 22 Nuclear Localization and
Shuttling of Herpes Simplex Virus Tegument Protein”f1 » Z5H0H " HSV Y =S L 2R
'H VP13 Jz VP14 v SR BRI (Arginine) 30 7 HAT RERF 4 HE 7 AMIIAZ Y
IRE » MGz e S R BTy 1 i (Leucine) 3 o FRAMTZEE (4L M i s
e E(IPN V)R AV TR VP g RERF & HVE T A By AN AL i i B e
H1 - TR E Barg B & S LU S B S E SR TRIERE.  DAEE—S PGS VP3 &
A5 AL I B2 AP A AZ A SR LR D RE -

iR HAEY

SRR A RN B b = CASRE] VP3 B v DUE AL > ATAaGRE vp3 ZEIA]
IFHERIN BT L8R VP3 45 FH/E SR AIRHSEL R 8 BRI RIRRS AR > Rk
AP BRI IILGESE » R iR B ERR AR - SR HERIRAAE S R 25
DI vp3 5N P AR 2 FE A AT AL A sk, - ME TR T U ST T A 20 B
> ORGSR 5k -

» EhATE

vp3 BRI E B SRl TSR Y E RS E(PET 28B-vp3)
— ~ Ff&E : TOP10 Chemically Competent Escherichia coli B pcDNA3.1/NT-GFP-TOPO®Ii#
H Invitrogen.
—. ~ Lipofectamine plus Kit B FH Gibco
U~ AHRORR - OKAREE IR AT IR(CHSE-214)
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- ¥ vp3 HERLL PCR 1y 7 oL TR FES -

1 ~ DNA B2E.7 w3 FEK
2 ~ ERHER S8 ARG NS BT
3~ TREHER S A
4 ~ {ER N HERI S ARZENGRE T —
5~ fRHERI RS HE ARZIGR SO NG o)
H20 344l (1) 94°C 4:00
Template DNA lul (2)94°C 0:30
10X PCR Buffer Sul (3) 50C 0:30
25mM Mg2* 6ul (4) 72°C 1:00
ImM dNTP Tl (5) Go to (2) for 35 cycles
50ng/ul Primerl and 2 £ 1wl (6) 72C 10:00
Taq (5U/ul) Tl
Total 50ul

» #fifk. PCR product

1~ PCR EVJHETT 1.5% 50K
2 ~ EtBr stain and cut the sample
3~ FREE > JN={&HaAA Nal 5/ > 4min
4 ~ A EZ-GLASSMILK #[1 DNA #%%; > 10min
5~ M58 10000 FEAYHERER L 30 7 0 KR IR
6 ~ [ NEW Wash £ » 00 E BVl - R =X
7~ fiz
8 ~ 7K 10pl &1t DNA > Bt LR ISR EVRWR > WIX
9 ~ PUEEVK  HERFILAYSERL
U o B 5ERY DNA 2 | pcDNA3.1/NT-GFP-TOPO 7 &g » 3= A
Chemically Competent E. coli %% » A fifids G AN 2 EHE -
1~

1 ~ PCR product (3pul

Salt Solution 1l
TOPO® vector  |lul
=i N1

2 ~ Y% TOP10 Chemically Competent E. coli %% » @& /AvK - 30 434 - {ii DNA [ff/E
AR E -

~ 42°C » 30sec » {if DNA #E AKOAE -

~ K E > 2min 0 {5 AR FLRR

~ BEERVE 30w 0 R 3T CESEARE R —/NEF -

~ BRI -

SN L W
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1~

2~

H20 17.5u (1)94°C 4:00
[E=pica 0.5ul (2) 94°C 0:30
PCR Bufter 2.5ul (3)50C 0:30
Mg2+ 3ul (4) 72°C 1:00
DNTP 0.5ul (5) Go to (2) for 35 cycles
Primer: BGH Reverse 0.25ul (6) 72°C 10:00
Primer: GFP forward primer 0.25ul
Taq 0.5ul
Total 25ul
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N ML ENER

1

» Cell Harvesting: 85 3ml &t [y 10 min.
2 N

Cell Suspension: Add 200ul of Cell Suspension Buffer (G1) (containing RNase A) to
the pellet and suspend the cells until homogeneous.

~ Cell Lysis: Add 200ul of Cell Lysis Buffer (G2). Mix gently by inverting the capped

tube five times. Incubate at room temperature for 5 min.

» Neutralization: Add 267ul of Neutralization Buffer (G3) and mix immediately by

inverting the tube five times. Centrifuge the mixture at 10000 x g for 10 min

~ Cartridge Loading: place a spin cartridge in a 2-ml wash tube. Load the supernatant

from step 4 into the spin cartridge. Centrifuge at 10000 x g for 1 min. Discard the
flow-through.

» (Optional Wash): Place the spin cartridge back into the 2-ml wash tube. Add 500ul

of Optional Wash Buffer (GX) to the spin cartridge. Incubate at room temperature for
1 min. Centrifuge at 10000 x g for 1 min. Discard the flow-through.

~ Cartridge Wash: Place the spin cartridge back into the 2-ml wash tube. Add 700ul of

Wash Buffer (G4) (containing ethanol) to the spin cartridge. Centrifuge at 10000 x g
for 1 min. Discard the flow-through. Centrifuge again at 10000 x g for 1 min to

remove residual wash buffer.

» Plasmid Elution: Place the spin cartridge into a 1.5ml recovery tube (supplied). Add

50ul of deionized water directly to the center of the spin cartridge. Centrifuge at
10000 x g for 1 min. Add 50l of deionized water directly to the center of the spin
cartridge again. Centrifuge at 10000 % g for 1 min.

+ Fike 30 {5H OD (& AR R

=~ Efr
HY 0.2ug ;2 fiEfE DNA Eil 8ul EJ7ZE/RI(ABI) > 2 3.2pmole .25 [F > g HEEES 20ul
£ PCR [ZJER » DUBRSITIZ 1 DNA JE - (R B E 7 - BrE PHE R
i JiEfs DNA HEf TR SR -
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27
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BT 200ml B

- HIE BV AR Bz

~ 251 4ml solution 1a DU THEGHINE(RTEE 3)

UK EER Ao

* A 4ml solution 2 > yK_ 4388 > FTREAHAY

* A 9ml solution 3 FRA[]

~ HE 0> 10k 10min

~ R VR 40m] A

* A 0.6 {5 #GHEHY isopropanoly 77K EAFEH 10 4380 HY T

~ Bt 10k 10min

~ A 4ml solution 4 H! DNA » yK 435

~ HE0» 10k 10min

I RS B —th A 4ml isopropanoly » K 1434

~ Bt 10k 10min » 52 FiEW

A 4ml dH20 > FTEIR A 10ul ) DNAse free RNAse (Smg/ml)16 fifE 37
‘C 20min > Iz RNA

 fIA 1ml solution 3 » Z=Jf Smin

205 10k 10min

L LR 14ml (980 > HITA 3mi isopropanol %35, 10min {77 DNA Ik

HELs 10k 10min » 25 F3FW

~ A 600ul TE buffer #2 DNA y&H!

By 10k 10min & _EVEW 2 W 1.5ml tube 1

HIIA 30ul 3M sodium aceate (EEEH » BhyTE)

~ HIA 750l 95% ethanol {3 DNA J8£2

20 10k 10min

A 1ml 70% ethanol wash FgZX

» Dry §7 > fIlLA 40ul TE y&f@RIA]

~ HikE 50 f53H] OD

JU ~ RS Jidfe DNA SR ASEE f IR e r T R SR -

1
2.

0 N N L W

* (£ owell FEEEIL 1553 CHSE il » iR 2= -toimbl nl e T -

lug DNA fIA 6ul # PLUS Reagent =15 N 15 434 - {5 PLUS Reagent [
A DNA |

» L 100ul Serum-free Dilutiam F#if% 4ul 114 Lipofectamine Reagent
SR 2 3SEERRSG 0 =N 15 74

~ B cells #5 medium  PBS wash 2K

~ A 0.8ml transfection A cell |

~ B 4 (DNA BESYDIIA cell » BEQE S 18°C#9 17hours

~ U & IR medium % 3ml
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1~ 100mm £52MIH55% CHSE it - iR 2t omBl n T -

2 ~ 1f polystyrene tube NEUFHAW A % B
A AR BFEIL ATA 9ug 1 DNA DL OPTI-MEM 52 5047 2 300ul -
B: 26ul Z lipofectamine YAEHIIA 274ul 2 OPTI-MEM E2£ 52 300ul -

RE A B BERER N 45 58 -

- BERBRIIN SRS » DAEINE kb4 TR 2R m i X -

~ 111 6.4ul .2 OPTI-MEM E%# ELZS B35 1A -

+ ¥ lipofectamine-DNA #- S YR FIINIABSENL » 45 18°C MHEFE 12 /N -

» P SR » fIA 10pd M-10 B52BR(EPTAE3R ~ (117 5 800ug/ml geneticine )

HETH o

AR ORI RS R R - HE REIE AR RA R L -

9 ~ K& G-418 fifidE < B FH AN ZUGAT e B g P o R /)
HURTRERE - (ERSENL N AT - RIS RIS R MRS -

10 ~ RSN 2 525 Y - ] PBS VeI X o

11 ~ DL yellow tip 7ERTHEC A B RE S HGHAE -

12 ~ fEBGERE BB FEIPEESR - fEEAIIA 15ul trypsin » {FEH—774 -

13 ~ A G EEL » DA pipette IRCT-K > FTHLHINY -

14~ I BN B (S 0.8ugG-418),2 24 well » fFHENwRHE (U2 25T flask » 75T

flask -

0 N N L AW
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W N

TR
* R vp3 FEKIDL PCR By 7 2 A Fr B -

« DNA 7 w3 HH % 732bp

~ EEHERIESHE AGm5l 5y > N 609bp

s B EHER AT SR> > 512bp

< ERE N HERIESE A RS0y > 141bp

~ Bk HEI S A B 53 > 389bp (1)

DN A W N~

» #fift. PCR 51 DNA

M THERBEIKIRY) T DNA W3R - {0 AR > [l DNA -

* FEEE VP3 RS

% DNA H545 I ET#S peDNA3. I/NT-GFP-TOPO® I- » 3 A KJIGHT %3 -

+ SRR AL L B

EEWE RSB RS ampicillin) | - HEEABRE T RERBER © KRR #k
—BEE PCR > 5 H VB RS DNA £ A QIS YIEIEE B fE - Eikik
HIAR/INKIES 240bp » #45 DNA £2 AHIE A1 L DNA HYA/N - (B —E=)

B A #EE
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H] GFP forward primer Jz PCR [ FPA1IIF 305 [~ PCR > ETTHEIKAT - 5 7
[FJIEAE - FIFSEIFTR DNA BRI - 25T rsta RIS 21T vector HY AN S [T
KANBRLE - (EPY)

N~ BRARVERG YT
TE [T An R VU SERG A Y B AT R B RUAERT > HAAA A SR AN e BRI L
ARG - FrLIREEERT) 3 Fiake - {5 2 MEfZES )T -

£~ BB EhE
A R B R R A B B2 A0S DNA IS EEANSS DL lipofectamine
EhERIE ORI > SRR CRBAMERAYEIES - SIRERIRA LR > AL
124 0.8ug/ml G-418 R BiEsEA= MRS - #5 FHEHR ORI B A e R
HRTE LD - AEESERAIE R MR A R A R L > n] R MR
FESHIE A RIS S - AR FTHL  FTREIRAEERIRCR - i
TR RN > AR RRER Y ETMER b DlEFsile

(VA=

s AR

— ~ QIR VP3 EAYE HHATTHEIF G A S I AIRIAEE - O AL P AR 2
PHIS M ? AR N T o S ae s A R AR B L IPNV ByEE ?
= HEBRARFEE > MR AT REE AR
1~ HEERAEET - @b~ IR > ECRR D EE R S -
2~ FRINEERSER - FRLUEYIREAIE A -
3~ B RS BB B P BB A A B BB e SZ R
4 ~ Gk B CHIFL O RS TR AN B 1S B 5 B — A

it -

&

VP3 & —TEEH S - ATLIR EEAE S - (B E B RRA SRR > £
[FIFALE FTRES AN R DORERES] - HRRIIM e e g IR - I e EHRAL
WS EE L MR E I - A SO S E IR > VP3 B E BT EEIBEARE R
HEHEERHERHIFY] - G S HAE AR GENE? H RIS B AR R R &R E A 55¢
AR > HAIME AR MR A B T i %% > ATLUE N HRIRAIE - H
AT BIRRAE AMIRZ A Be (2 57) - BROSHHIAERZ A Be (3 5%) - BRI i Fr B (S 579
1 vp3 BN H 8 BRI FS AN BUE NIRRT > mTREE o IERD - SREN
DI b 2 Refe e R AIRINERR - Aem i a - IR VP3 ER#magan

5t ©

JREE -
— ~ HERFIRSEK > AT REAERIA ST



1~ RS - BRI SRR AL -
2~ EJHARSE BRI B A (vp3). B
3~ EETARE PRI RO L N (vp3 VB RE AT AR -
4~ $iH VP3 Ao B i i B BRSO -

iR TEREC > EARINZ DANHIRIEA SRS > e VP3 FE S R
BRI > AME AT DR T E - EA A SO HIRITHEE - [ IPNV FrE e
SEREE— DI E AL P R RR e -

= ~ IPNV {& {845 T E N AIRE M — (AR A BEARGE - 38 T (AN A B i e R A 2
A B > H A A A A R AR IR S (BB A

» 2550k

— ~ MEE, SRR vp3 FEKTREEL DNA & i A H5E, 5, HhEER
884F. 6 H -

o RIBZ, IEHER ISR RIS, BB AL, 24T, p2-38~p2-39,
1999([X 88).

— ~ Michelle Donnelly and Gillian Elliott, March. 2001, Nuclear Localization and Shuttling
of Herpes Simplex Virus Tegument Protein VP13/14, Journal of Virology, Vol. 75, No. 6,
p2566~2574.
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UKtk - HRRIAEY] AR A 0.5kb DU MAUMLIEE RNA » 552 A DNA #VH

TS AT R SE A Fr B o HEELAHA 0.5kb -
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bk (—) vp3FEK 741

1 ATG AGA ACA ACT GCA TCA GGG ATG GAC GCA GAA CTG CAG GGG CTG CTG CAG GCC ACC ATG
1M R T T A S G M D A E L Q G L L Q A T M

61 GCC AGA GCA AAA GAA GTG AAG GAC GCC GAA GTG TTC AAA CTT CTG AAA CTC ATG TCA TGG
21 A R A K E v K D A E v F K L L K L M S W

121 ACA AGA AAG AAC GAC CTC ACA GAT CAC ATG TAT GAG TGG TCA AAG GAG GAC CCT GAT GCA
41 T R K N D L T D H M Y E W S K E D P D A

181 ATC AAA TTT GGC AGG CTC GTC AGC ACC CCC CCA AAA CAC CAA GAG AAG CCA AAA GGA CCT
61 I K F G R L \Y S T P P K H Q E K P K G P

241 GAC CAG CAC ACA GCC CAG GAG GCA AAG GCC ACC AGG ATC TCA CTG GAC GCC GTC AAA GCC
81 D Q H T A Q E A K A T R I S L D A v K A

301 GGC GCA GAC TTT GCC TCC CCA GAG TGG ATC GCG GAG AAC AAC TAC CGC GGC cCcCA GCC cca
101 G A D F A S P E W I A E N N Y R G P A P

361 GGC CAG TTC AAG TAC TAC ATG ATA ACG GGC AGA GTC CCA AAC CCC GGA GAA GAG TAC GAG
121 G Q F K Y Y M I T G R A% P N P G E E Y E

421 GAC TAT GTG CGA AAA CCG ATA ACC CGA CCA ACC GAC ATG GAC AAA ATC AGA CGC CTA GCC
141 D Y \Y% R K P I T R P T D M D K I R R L A

481 AAC AGT GTC TAC GGC CTG CCC CAC CAA GAA CCC GCA CCA GAC GAC TTC TAC CAG GCA GTC
161 N S v Y G L P H Q E P A P D D F Y Q A A%

541 GGC GAG GTG TTT GCA GAA AAC GGG GGA AGA GGG CCC GAC CAA GAC CAA ATG CAA GAC CTG
181 G E v F A E N G G R G P D Q D Q M Q D L

601 AGG GAC CTG GCA AGG CAG ATG AAA CGA CGA CCC CGA CCA GCT GAG ACA CGC AGG CAA AcCC
201 R D L A R Q M K R R P R P A E T R R Q T

661 AAG ACT CCA CCC AGG GCG GCA ACC TCC AGT GGA TCG CGG TTT ACC CCC TCC GGC GAT GAC
221 K T P P R A A T S S G S R F T P S G D D

681 GGA GAA GTG TAA CAGCTA
241 G E A% *

g 6 : T42G ¥k IPNV 2 VP3 KRBFMLFIIIAT - MR FY RS IEGEE B A TG
M @S 7 SRS LIS —ffimethionione fy+1 o

60

20

120
40

180
60

240
80

300
100

360
120

420
140

480
160

540
180

600
200

660
220

720
240

698
244

B+l
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pcDNA3.1/NT-GFP-TOPO® Map

Map The figure below summarizes the features of the pcDNA3.1/NT-GFP-TOPO® vector. The
vector is supplied linearized between base pairs 1678 and 1679. This is the TOPO®
Cloning site. The complete nucleotide sequence is available for downloading from
our World Wide Web site (www.invitrogen.com) or from Technical Service (page 32).

PAPCR insert §

17 2 crp Rtk
| 1/ |

EcoR YV
BstX |
Not |
Xbal
Drall
Apal
Pmel

pcDNA3.1/
NT-GFP-TOPO®

Comments for pcDNAS.ﬂNT—GFP-TOPO‘E'
6176 nucleotides

CMV promoter: bases 209-863

T7 promoter/priming site: bases 863-882
GFP ORF: bases 905-1621

GFP Forward priming site: bases 1512-1529
Multiple cloning site: bases 1645-1754
TOPO® Cloning site: 1690-1691

BGH reverse priming site: bases 1766-1783
BGH polyadenylation sequence: bases 1769-1996

f1 origin of replication: bases 2042-2470

SV40 promoter and origin: bases 2498-2806

Neomycin resistance gene: bases 2881-3675

SV40 polyadenylation sequence: bases 3849-3979

pUC origin: bases 4362-5035 (opposite strand)

Ampicillin resistance gene: bases 5180-6040 (opposite strand)
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solution la

solution 1b

solution 2

solution 3

solution 4

(£ 200ml )

Tris 1.0M pH7.6
EDTA 0.5M pHS8.0
Glucose 0.5M

dH20

B 1la JIIA 12mg lysozyme

SDS 20%
NaOH 5M
dH20

Ammonium Acetate 7.5M  pH7.6

Ammonium Acetate 2M pH7.4

150ul
120ul
600ul
5.1ml

600
480ul
10.92ml

4°C
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