Clontech

www.unimed.com.tw

2011, July - September Q3

06

T EME—

 —
-

Adeno-X"" Adenoviral System 3

Clontech

2 construction 3%l
=X5ef% Adenoviral vector !

Why Adenovirus?

stranded

W %3 ERUEN
W RS B R B AT ~ ")

W I RURE AR (FRY Bz CAR RIFRIAHRESN )
W S AKA[EE 8 Kb B9 insert

A B c Q single-stranded DMNA

B EREXRAEERSAUESREARERN 20% T —
W R(EEE  TURERBEDRENRS » o= 10° cfu/mL exon )

Adenovirus BYEx KifRES — Cloning 75 !

HRIRAEN genome A5 35 kb * H#7E/mE DNA LRIEEREHBEFSEERE - BRIE RNMERAH B RERE
%] Shuttle vector » BR&— X EAHBEIRASEHEEN _Z B Cloning REBREEME o BERmSUAEINEERSHE -
FENREN 8 XRE 10 XA © Clontech MIREEK Y MEMNES » BEHEHE-NBERERSR  EERFENERE
B—EE—KEHE -

Adeno-X System 3 £l R * =X5EAk Adenoviral vector !
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Comparison of the Adeno-X System 3 to the Leading "Easy" Competitor

Adeno-X Competitor "Easy"
Cloning Time 2-3 days @ 8 days
Simple Complicated
Cloning Procedure
Y 30 min hands-on time % Lots of hand-on time
Cloning Technology In-Fusion HD Homologous recombination in bacteria
Shuttle vector Not required @ Required
Viral DNA Yield High % Low for the recombination strain
X L. Stellar chemically competent cells 5 .
E. Coli strain involved . @ 2 strains required
(Supplied)
Cloning efficiency 9/10 Clones @ 1/10 to 3/10 correct
Screening PCR-based Mini-prep followed by restriction digestion
i i Tightest control with Tet-On 3G )
Inducible expression Technology not available
Technology

Monitor using fluoresent proteins

Red and green
Bright and consistent

Green only
Less bright

Multiple fragment cloning

Single-step cloning

Clone in multiple step
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Adeno-X Adenoviral System 3 (Tet-On 3G Inducible)

Adeno-X Adenoviral System 3 (CMV)

Adeno-X Adenoviral System 3 (CMV, Red)

Piress SV40 polyA Pemy SV40 polyA Pemv SV40 polyA Pemy SV40 polyA
ITR ITR ITR
JU«;IE‘ pUC Ori pUC Ori pUC Ori
Ampr Amp Ampr Ampr
IR ITR ITR ITR
Tet-On 3G DsRed-Express ZsGreen]
Tansactivator
Cat # 631180 Cat # 63269 Cat # 632268 Cat # 632267
#Tet-On 3G inducible 4 & 54 *CMV Promoter BBEREMAIRIET  *CMV Promoter BERAEMMNKRIREHD ¢CMV Promoter BERFAMMNRIER

Tet-On 3G £2 TRE3G A —8

Adeno-X Adenoviral System 3 (Universal)

ITR ITR ITR
pUC Ori pUC Ori pUC Ori
AMmpr Ampr AMER
IR IR IR
DsRed-Express 7sGreenl
Cat # 632266 Cat # 632265 Cat # 632264

BARRA » AIEEE—RRAM
R & BT ShRNA/ miRNA 2§,
Tissue specific expression

Adeno-X System 3
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Adeno-X Adenoviral System 3 (Universal, Green ) Adeno-X Adenoviral System 3 (Universal, Red)

Adeno-X
System 3

Adeno-X Adenoviral System 3 (CMV, Green)
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15 min single-tube reaction

Transform into
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ITR Your gene
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Stellar Competent Cells

Tet-On 3G

\\/ Transactivator

Incubate pAdenoX-Tet3G
+ PCR product (your gene)
with In-Fusion Enzyme
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In-Fusion Reaction : & & PCR &=
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Adeno-X

Adeno-X System 3 #5188 Z{FF | System 3

Cloning (&% !
A A In-Fusion Cloning 1> — & B % K &
Cloning * A= REHBIAFE 3 K !

Virus Tracking tF{&FI !
HREAEAXRE  2RERAERSIIREABAER °

Adenoviral production in HEK293 Adenoviral Infection in Neurons

Universal system (& !

Universal system 2t —E B HZEEWFE » BEETLL
TERNREERE:

1. Gene expression under tissue-specific promoter

2. Promoter assay

3. shRNA expression

4. miRNA expression

BREE

B {8 A

Any promoter,

e.g., EFla, U6, f
or tissue-specific Any polyA signal

\ Your gene /

ITR
pUC Ori

AMR
ITR

DsRed-Express

Adeno-X System 3 (Tet-On 3G Inducible System) :
B R

B SEGENFAE © & (F5=f) Tet-On 3G AIFERM
B SERRIE 5 25 1/ Tet-On 24; (FAEERIBE
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1T pAdenoX-Tet3G L)

W SEERERE | 58 Adeno-X System 3 ¢ i21& Tet-On JRFRZ FARIRIE—M plasmid —EcfE 2
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Fold induction

The Adeno-X Tet-On 3G Systems generate very high-fold
induction, with up to 3000 fold difference between induced and
uninduced states. Using equal amounts of high-titer supernatants,
Hela cells cultured at the indicated concentrations of Dox were
infected with Adeno-X Tet-On 3G Luciferase virus. Cultures were
harvested and assayed for luciferase activity.

EAERFEE MOI FLIELE
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Muttiplicity of infection (M.O.1)

Luci ersse sxpression (RLU)

Expression increases with higher MOls. HelLa cells were infected
with varying M.O.l.s of pAdenoX Tet-On 3G adenovirus that expresses
luciferase. After 4 hours, the media was replaced with fresh media
+/- doxycycline (1 wg/ml). Cultures were harvested and assayed for
luciferase activity. Maximal expression increases with increasing M.O.I.,
which also results in a slight increase in background expression.
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Adeno-X " Virus Purification Kits

iz =3
Freeze/thaw cell pellet

W R
B R CsCl + RABE R Vs SN\ o Mesa
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B REARE © Maxi B 5% 15 A% Dish l cerestee
Mega ##EH 25 £& 15 /A7 Dish ) K

@ Clarify lysate

| Adeno-X Mega Purification Assembly

N ~ +
Snlet Syringe
tube

{#M Mega Kit iZZA FESBNEL -

3.Install 10 ml syringe

1.Load virus
onto membrane”
2. Wash 1X°

Load on purification filter
and wash

-

1. Elute virus

from membrane’
2. Determine titer
3.Store at-70° C
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Elute and titer

* Requires syringe pump
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Crede Flowt sugh =30 Decn

Adeno-X Mega Purification yields nearly quantitative recoveries.

Adeno-X ™ Rapid Titer Kit (5% Adeno-X qPCR Titration Kit )
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Comparison titration methods

Description Time Benefits
Rapid Titer Assay Immunostaining of hexon in infected cell monolayer 48 hr Simple, visual, infected data
gPCR Titration SYBR-based gPCR to measure viral DNA 2-4 hr Fast, accurate
%TB%EEH

631532 Adeno-X " Maxi Purification Kit 2 preps 18144
631533 Adeno-X " Maxi Purification Kit 6 preps 47844
631032 Adeno-X Mega Purification Refill Kit 2 preps 48384
632250 Adeno-X Rapid Titer Kit 120 titrations 20250
632252 Adeno-X" qPCR Titration Kit 10 titrations 21384
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