TalaRa

pHEK293 Ultra Expression Vector |
(84&3— F 3390)

pHEK293 Ultra Expression Vector I
(®Wma—F 3392)

s B &
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pHEK293 Ultra Expression Vector (&, HEK293 RBBI LA 2 VNNV BEZ —BRICEEETH T LN
TEBTIRIRRYZ—TY, ABREFERT ST ET. ROV A M AAOATAIVARERTOE—
2—ZAVCEGFEREEBRL T 2~ 10BEDRIBZ 2 VNV EBOEENTIRRE GV ET,

1 R 2 —45 A 70 pHEK293 Ultra Expression Vector | (&, HEK293 Zffalc k5> R 7 x93 LT,
BEICENETTFZRRRTEET,

—7h. 2\ Z—24 70 pHEK293 Ultra Expression Vector Il |&. 7FD pHEK293 Enhancer Vector & 3
ICHEK293 FMfElc O SV RT7 03> LT BMEGTFEEREETEET, Z0Dfs. pHEK293
Ultra Expression Vector | Tl&. BHIZ VNNV BICHEDE T NI VAT IOV a5 28EOTZX
S PERERBICT DI LT KFUMERNGENZ VNNV BOEEDAIREICEY T,

A ABEIE HEK293 MR CORRERANT 2 —TT, & FUNDOHILERIE TIEARROMRL+
DICRETEGVWTEDRBIET,

l.  RaieA

[ pHEK293 Ultra Expression Vector | ]

pHEK293 Ultra Expression Vector | IZI&. Y4 b AAOTA IV ARRTOE—2—
(CMV IE promoter). Trans Activation Responsive region (TAR) % J— K9 &7,
RIVFyO—Z>F% 1 b (MCS). Internal Ribosome Entry Site (IRES). Trans
AcTivator (Tat) BfnF. BHANIVRRATVAINWAFZIIVFS—CDRI AT TF
JU(HSV TK polyA) MEEENTVE T UXR—TIK4), MCS ICBMETRFERAL.
HEK293 RMRAIC M SR T 1023952 ET. BRIV BEEZ—BEICE
KT BHTENTEET,

[ pHEK293 Ultra Expression Vector Il ]

PHEK293 Ultra Expression Vector Il |Zi&. ¥4 FAAATVAIVABERTOE—2—
(CMV IE promoter), TAR Z— F9 B85, IVForO—=rFH 1 ~ (MCS).
BNV RRATAIWRAFZIVFF—EDRY AT FIU (HSV TK polyA) HY¥EE;
TNTVET GR=IYK5), T5IC, TatfHEAD T XA KR 2—& LT,
pHEK293 Enhancer Vector AT ENTWLE T (5 X—IJ K 6), pHEK293 Ultra
Expression Vector [l D MCS ICBHLEFZ# A L. HEK293 R#fifd (< pHEK293
Enhancer Vector SO NSV R 712923 F 5T ET. BHEZYINVERE—
BEICERRTEZCENTEFT, Gb. IS VATV aVIcERTS
PHEK293 Ultra Expression Vector Il & pHEK293 Enhancer Vector MR LEERIE B Y
2NV BIGCTRBILT DT ENTEET,

. A8
pHEK293 Ultra Expression Vector | (845 31— F 3390)
1. pHEK293 Ultra Expression Vector | 20 pug (1 ug/ul)
pHEK293 Ultra Expression Vector Il (83— K 3392)
1. pHEK293 Ultra Expression Vector Il 20 ug (1 ug/ul)
2. pHEK293 Enhancer Vector 20 pug (1 ug/ul)
. %=
—20°C

XBEYITRTFL, RITEWE 2 FZBRICTERIIEEL,
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Iv. [REE

AESIE, TARXIAIVRYT/ LEFD RNAEFITHS TAR & BEEHCRFCHS
Tat & BERIRVAT L (TARTat BIRV A7 L) ZFBEALTVWEY (K1), HIV-LTR H
5DEEEMIE. Tat BT )V ARNA D 5 KIS ENS TAR EMEND)L— T8
EICHES L. RNA polymerase Il & U VE{b T 5T & TITONE T, AERIETDERERF]
BLT. B2 NNVERBRANY 2—& Tat KERNY 2—0 5 BI3EEIEREH T TAR
ZO— RIB3EFEMMLTOET, chickY. Tat 2 /N7 BOMEMERITHAIRE
ERY. BRAVNNVBEDRREAABICBALEIERT LA TEET (K2, K3 5EF
HEEH), 5. TARBCHILIEERRBEIFICMB L TWETOT. REL. BRZ2V/I\VE

DT =/ BEHINDZEIZHD ) T A

& dcoke) p-TEFb

) i Ultra Elongation of
ctb GAQQ 4 Transcript

HIV-1 LTR
. )
1. TAR-Tat #IH> X 7 LDRE
( POI : Protein of Interest R
GOl : Gene of Interest
Tat Jat Tat
Ta)
worvagBaL R
g AAAAAN s
- AR
mRN Aiﬁg‘_{ﬂﬁ AAAAARA
T HSV-TK
(— CMV IE a GOl IRES Tat  "oya j
pHEK293 Ultra Expression Vector |
g (BMEU IR IBELUTatRBERARNIE—) )

2. pHEK293 Ultra Expression Vector | Z FWNeBMZ >IN BOFEIER

( N
POI : Protein of Interest
GOl : Gene of Interest
CPoD
DD D
G s Tat
Tat Tat Lt
@D oD
t SU Y ERBA L t
E\ g 5 ————AAAAAAA AAARAA R g 2P AAAAAAA
ANAAAAA ANAAANA
| MRNABRE{R
T HSV-TK T HSV-TK
( CMVIE Y GOl ‘hoya ) ( CMVIiE  FY Tat polyA )
pHEK293 Ultra Expression Vector Il pHEK293 Enhancer Vector
g (BHRIBV R OBERBRARYS—) (TatFEBANIE—) )

3. pHEK293 Ultra Expression Vector | Z BNz B8I2 /N7 BDOHIR
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V. 75RZFIv7

promoter

EcoR 1(582)
Smal (803)

Xho | (807)

BamH1(813)
Xbal(819)
Sal 1 (825)

pUC
ori

TAR

MCS

pHEK293 Ultra
Expression Vector | /;Stflz SZZ)
Yo)
(4,520 bp) RES

Ampr
HSV TK polyA

4. pHEK293 Ultra Expression Vector | DX 2 —< v o

IAR Xho | Xba | Pst |

'BRAGCCTC COOGGGCTCGAGGGATCCTC TAGAGTCGACC TGCAGGCATGE 841

Ta0 CTI

700 GAATTCGGAS GLGLCCGAGCTCCCTAGGAGATCTCAGCTGGACGTCCGTACG 841
Smal BamH | Sall Sph|
[ J
MCS
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EcoR1(2)
CMV IE

promoter

EcoR 1(582)
Sma1(803)

Xho | (807)
BamH 1 (813)
Xbal (819)
pUC Sal 1 (825)
orl

Pst|(835)
Sph1(841)
Hind 11l (843)

HSV TK polyA

pHEK293 Ultra  MCS
Expression Vector Il
(3,678 bp)

Ampr
5. pHEK293 Ultra Expression Vector Il DY 2 —< v

TAR

— Xho |
790 CTTARGCCTC COUGEEE

GAGGGATCCTCTAGAGTCGACT TGCAGGCATGCARGCTT 847

790 GRATTCGGAG GGEGCCCGAGCTOCCTAGGAGATCTCAGCTGGACGTCCGTACGTTCGRS, 847
Smal BamH | Sall Sphi
I J
MCS
CMV IE
promoter
pUC
ori TAR
pHEK293 Enhancer
Vector Tat
(3,951 bp)
HSV TK polyA

6. pHEK293 Enhancer Vector DXV 2—< v 7
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VI. ER%EE

BEEXHIIERAT 2MIEEPEN2 Y NVBICK>TEE DD, BHNEZ VIV EIISLE
[EEFMOBRIADGETY, UTI—RNGERAZRLETY,

. BREEFOEA

pHEK293 Ultra Expression Vector | & fzld pHEK293 Ultra Expression Vector | DX )LF &
O—Z>7%4 MCBMBEEGEFOORFZHAL TS LEL, 7YEY ) V&G FH
BEHINTWA S, HBAKBEEZERTCEEI, 70— 7IciF In-Fusion® HD
Cloning Kit (&3 — F 639648 15 &) HFERTEEXY, TOF v b 2EAWSE. PCRE
MEEDESHEHERNVZ—ICERBICVO—ZV T BT ENTEEY, e TD
BICERT 20 E7 > MbicidERMERZ D2 VI <UL E coli HSTO8 Premium
Competent Cells (B&E 01— K 9128) OFERAHELE T,

BonfiEBRzso0—>&Y, FIVRT7I VTV AaVICELEIL—FDTSRI F%E
FEEILTLETL, 75X FOFARICIE. NucleoBond Xtra Midi/Midi Plus (8% 30— K
740410.10/740412.10 5 &) OfER=EHEL LT,

pHEK293 Ultra Expression Vector |1 85 & U pHEK293 Ultra Expression Vector Il DEZHIIEERIL.
BAZINAF D TAZOTHhS LT O— FTEET,

x  BRNEEFET ((DNA 2 WNIEGFETR) EATG R N ERIMI RV 236
Be7  CRALTLEEL,

VI-2. #iND PSR T 93>

TransIT-293 Transfection Reagent (& J— K MIR2700) % EDTIRD SV X T 1V ¥ 3
VEARERAWT, BELETSRXI FE HEKRIB RN NS R 712023V LET,
FSVRATIVYaVHEERPTSAI MERER. B VRT7x 73 VEHENTO R
= ZECTRIBLTLIEEL,

[ pHEK293 Ultra Expression Vector || Z{#AE 9 %355 ]
pHEK293 Ultra Expression Vector Il ZEA Y $i5E1E. & 5I< pHEK293 Enhancer Vector
EARSVARTIVYAVIRRENDVET, INSONTZ—DFEALLEIE. B
W2INTEDEEMRIISCTCRBEBILT DI ENTELITH. BEIE. pHEK293
Ultra Expression Vector Il : pHEK293 Enhancer Vector =5 : 1 (E£Lt) THERT ST
LEHEDLET,
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VII. ErEfl

VI-1. A2 /INVE (AGFP1) DRIR

VI-1-1. #2814 HEK293T #lifg

HS5H L& 12 7 x)VHIREEER L — MMOEE L TH U2 HEK293T/17 MfEIC,
TransIT-293 Transfection Reagent ZFER LT, Fv b 7O Md—)UICES Tk
SVARTIVYavETOR, BRBRTERLETIRAI FEXR1ITRLT

VII-1-2. 2% HEK293 #iRa
H5H L 125 ml =A 7 Z X ACIEE L TH W FiE M HEK293 A2 (FreeStyle
293-F cells. Thermo Fisher Scientific &) (c. v b 7O rI—)VICRES Tk
SURT TV avEFTO, ERETHERALLETSRI FEXR 1R

=1
ACGFP1 SR & — pHEKZ\?S Enhancer
A SSX=FE| T52:FE
= = s ¥z TJAI = TJAI M=
1 pBApo-CMV/AcGFP1 1 -
2 - Vector I/AcGFP1 1 -
3 HEK293T #Ea Vector II/AcGFP1 1 0.008
4 Vector I/AcGFP1 1 0.2
5 A #t Vector/AcGFP1 1 -
6 pBApo-CMV/AcGFP1 30 -
7 . Vector I/AcGFP1 30 -
8 s Vector [I/AcGFP1 30 0.24
HEK293 #afa ’
9 Vector II/AcGFP1 30 6
10 A %t Vector/AcGFP1 30 -
pBApo-CMV : pBApo-CMV DNA (81— K 3242)
Vector | . pHEK293 Ultra Expression Vector |
Vector | . pHEK293 Ultra Expression Vector ||
A%t Vector : ARtZ VNV BERENT Z2—

2AZINAF (#%) http://www.takara-bio.co.jp/ 7
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VI3, b ST 1723 vh 5 2 B MRS (M HEK293T MifaDd) H LU
7A=Y A b A=—Z-CTHRHGEEDERZTofc. BREN7HXIUK 8 IIRL
feo ABBERWVWSDT ET—HRNGE MY 7OE—2—&FB LEREXY 2—
(pBApo-CMV DNA) L HEEB LTS5~ 118 ARBIEERANI 2 —LH®mLT
2~ 7 EDOEFGREDEMHRD 5N,

7. BCERMIREIR

12.0 12.0

80 80

i 4I_I_Ii -

wu B AERE
12 3 4 5

6 7 8 9 10
EEMAD (2931/17) FiEHRD (FreeStyle 293-F Cells)

EPOKE
GEPOKE]

8. AcGFP B3 MEMIBR D HIOLIRE

[ #2514 HEK293T #Az ]

PBApPo-CMV/ACGFP1 (1 ug)

Vector I/AcGFPT (1 ug)

Vector II/AcGFP1 (1 ug) + Enhancer Vector (0.008 ug)
Vector II/AcGFP1 (1 ug) + Enhancer Vector (0.2 ug)

A %t Vector/AcGFP1 (1 ug)

A WN =

[ itz
PBApo-CMV/ACGFP1 (30 ug)
Vector I/AcGFP1 (30 ug)
Vector II/AcGFP1 (30 ug) + Enhancer Vector (0.24 ug)
Vector II/AcGFP1 (30 ug) + Enhancer Vector (6 ug)

0. A %t Vector/AcGFP1 (30 ug)

HEK293 #fifa ]

k3
6
7
8
9
1
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VI-2. FEfER 0= —R#EF (G-CSF) DR

VI-2-1. $#E&1 HEK293T #ifa
HE5HCSH 12U o)VHIREER 7L — MOEE L TH U HEK293T/17 #HRA3IC,
TransIT-293 Transfection Reagent ZERA L C. Fv b 7O ba—/WcE>TH
VATV aVEFTOR, BRECHERLIETSAI Fa&R2ITRLT,

VII-2-2. %364 HEK293 #ERa
H5H L 125 ml =ZA 7 Z X OITIEE L TH W oFilEE HEK293 #HR2 (FreeStyle
293-F cells. Thermo Fisher Scientific &) (C. v DO MI—JVITRE>T K
SURT TV IAVETOR, BRETHERALLETSRAI FEXR2ITURLT

*?2
. S pHEK293 Enhancer
- G-CSF HIRNU 42 Vector
5522 ROEE 7°7(7\: F= TZRZIRE
ug 7))
1 pBApo-CMV/G-CSF 1 -
2 Vector I/G-CSF 1 -
BEM
3 HEK293T 48 Vector Il/G-CSF 1 0.008
4 Vector IlI/G-CSF 1 0.2
5 Negative Control - -
6 pBApo-CMV/G-CSF 30 -
7 Tyt Vector I/G-CSF 30 -
a
8 HEK293 #A8 Vector II/G-CSF 30 0.24
9 Vector II/G-CSF 30 6
10 Negative Control - -

VIF2-3, bS5 VRT7x72 352, 50 7 BRICEEEFEZEI L. Human G-CSF
Assay Kit (IBL#t Code. 27131) ZAHWT G-CSFEEAR 1T o fe. IEREK 9 ITR LTe,
AR EFETEHIET. —BHEM 7OE—2—=FABLEERR 2 —
(pBApo-CMV DNA) &EEEE LT, 3 ~ 55D G-CSF HRIREDE LHZRH SN,

15 15
= -1 =
g 10 -2 % 10
=1 =1
~ 3 N
L L
S 5 - 4 O 5
b b

-5
0 0
0 2 4 6 8 (B) 0 2 4 6 8 (H)
BEMR (2931/17) THbEERE (FreeStyle 293-F Cells)

9. G-CSFDEE
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VII-3. U Rk b I19G F DR

VII-3-1. ##2&1 HEK293T #ifa
HE5HCSH 12U o)VHIREER 7L — MOEE L TH U HEK293T/17 #HRA3IC,
TransIT-293 Transfection Reagent ZERA L C. Fv 7O ba—WcE>TH
VATV 3 VEFTOR, BRECHERLIETSXI FaXR3 TR,

VII-3-2. 7Z36E4% HEK293 #ERa
H5H L 125 ml =ZA 7 Z X OITIEE L TH W oFilEE HEK293 #HR2 (FreeStyle
293-F cells. Thermo Fisher Scientific &) (C. v DO MI—JVITRE>T K
SURT TV IAVETOR, BRETHERALLE TSR FEXR3ITURLT

%3
EHRRNY 2 EggERAy5—  [PAECS3 Enhancer
ke JSXEF [ JSASF| JSASF [ JSX=F| JS5A=r=
DIELE = (ug) DiELE = (ug) (ug)
1 pBApPo-CMV/HC 0.5 pBApo-CMV/LC 0.5 -
2 H%@%T Vector II/HC 05 | Vectorll/LC 05 0.008
3 ) Vector II/HC 0.5 Vector II/LC 0.5 0.2
4 Negative Control - Negative Control - -
51 pBApo-CMV/HC 15 pBApo-CMV/LC 15 -
6 Fﬁ’g';-g Vector II/HC 15 | Vectorli/LC 15 0.24
7 4B Vector II/HC 15 Vector II/LC 15 6
8 Negative Control - Negative Control - -

HC : Heavy Chain, LC : Light Chain

VI-3-3. SR T7x923avh5 2 50 7. 9 BRITEE EEZEIN L. Mouse lgG EIA
Kit [IC k% Mouse IgG DEE&TT o1, EREK 10 ITR LTz
AYUREFERTEZIET—HRNUGECMN TOE—2—52FBALLREXRNT 2 —
(pBApo-CMV DNA) & LEER L T 5~ 7 &M Mouse IgGHEIREDE EHERSH 5N,

16 16
g 12 £ 12
o)} > 6
g *2 2 -
8 - 8
) 3 g -le 7
g B
5 4 *4s 34 8
= =
0 0
0 2 4 6 8 10 (BH) 0 2 4 6 8 10 (B)
AR (293T7/17) FERERE (FreeStyle 293-F Cells)

10. Mouse IgG DEE
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VIil.

RER

P

In-Fusion® HD Cloning Kit (8& 31— F 639633 ~ 639650)

E. coli HST08 Premium Competent Cells (50— K 9128)

Trans|T-293 Transfection Reagent (845 31— K MIR2700/MIR2704/MIR2705/MIR2706)
pBApo Vector 1) — X (80— K 3240~3244)

NucleoBond Xtra Midi/Midi Plus (8§ 31— K 740410.10/.50/.100/740412.10/.50)

© AERIIARAEHETYT, b BINOER. BRSHICIEERLEVE S TEES
REV, &feo Ba. bR, RERARFELTERLEVTIREL,

© AEMOFERICIOECF IR EMEEICRET 2B ANGRINDNGETT,

* BATNAFDERZET ICHROBR - FE. BR - BEOHORE., BMARMD
BHEICEART AT LIBBILEETNTVET,

© AEG, TOBRED E I TDFER. BE5UVICINSTREENLDZE=EIC
EE (BHECH. ot) 95T LIETER A,

c TAEVRICEATHBERIIEHT I THZATECEILEL,

+ In-Fusion |& Takara Bio USA, Inc. DEEREIECTY, ZODM. AFHBEEICRHEINTWLS
SHALPIUVBEREEE . FHDOES. FIFBEFREHFE LUTIERZROBEIETH Y.
INBlERFEEICRBLE D,

c AEBDFERICL > TELTELAESER. BEICOVLTEH, BHTREEZELDLR
EIDT. TTHEDESHERLIEEL,

HEAITOWLWT ORI GESEVEhE R
TI_HAIVGR—bF14Y
Tel 077-565-6999 Fax 077-565-6995
7794+ http://www.takara-bio.co.jp
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