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flashBAC™ Systems offered by Mirus Bio:
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flashBAC™
GOLD

flashBAC™
ULTRA

Description

The original flashBAC™ expression vector. Protein expression and secretion
Is improved by deletion of the chitinase gene from the ACMNPV genome.
Optimal for expression of most nuclear or cytoplasmic proteins.

Builds upon the basic flashBAC™ technology with the deletion of the
chitinase and cathepsin protease genes from the ACMNPV genome. This
system is ideal for high levels of expression of membrane and secreted
proteins as well as proteins that are more susceptible to degradation.

The most advanced flashBAC™ vector system, optimized by deletions in the
chitinase, cathepsin, p10, p74 and p26 genes. The ideal system for the most
difficult to express proteins including nuclear, cytoplasmic, membrane and
secreted proteins.

Additional details on the genetic modifications included in the flashBAC™ systems are

described in Hitchman et al. 2010.



http://www.ncbi.nlm.nih.gov/pubmed/19655260

What makes the flashBAC™ Baculovirus Expression
System better than other systems?

MlashBAC System
® Co transtact NashBAC & transfer veotor into 519 colls
2 ml P11 gatock 1x10-5x10 phu/ml

500 ml P2 stock =~ 1x10%pfu/ml

Bac-to-Bac System

& Transform DNA Into EHI0Bac E coll « tanaposition into bacmid

Blue white selection of recombinant E.colf on antiblotic plates

Verity recambinant calonles by PCR

Amplity and purlty DNA. Transtect pl into 35mm’ dish of 519 cells
2ml P gtock, 2x10° - 4x107 pfu/mi

00 ml P2 stock = 1x10°ptu/ml

Baculodirect

Gone of intarost cloned into Gateway ontry veotor
Obtaln sevd stock
Complete plaque assay ol sead stock prior to amphiftcation
o determine Hire (optional)
Outain high titre virus stock (day 10 I plague assay not done)

BacPac

Co transfect BaoPak and transfer vector Into cells
Soeod stock obtained (2mil)
Plague purification completed 8 days
Verity recombinant plaquoes by PCH. Infoct llask for P11 slock
Obtain P stock
Obtain P2 atock (500ml)

BucVector 3000 System

& Co-transfect BacVector 3000 & transter vector Into 519 celis

2mi PO stock, 1x10" - 1x10" pfu/ml
2 rounds plagque pudification = 7 days
Vority recombinant plagues by PCR. Infeat 25 cm’ Hlask for P1 stock
omt P11 stock. 1x10" - 110" ptu/mi
600 ml P2 stock = 1x10%Tu/ml

Bac-n-Blue System

¢

& Co-transfect Bac n Blue & tranafer vector into 519 colls

2 ml PYostock 1x10%1x 10 pfu/ml
2 rounds plague punification « 7 days
Verity recombinant plaques by PCR
Infect 25 cm” fask for 1 stock
Amplity S5ml P11 stock 110" 1x10'plu/ml
500 ml P2 atock
T = 1x10"pfu/mi
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How does the flashBAC™ Baculovirus Expression System
work?

flashBAC

Transfer Vector

Recombinant Virus

flashBAC™ Qverview

flashBAC™ DNA Features: flashBAC™ DNA contains a bacterial artificial chromosome
(BAC) that enables manufacturing of recombinant virus DNA in E. coli. lef2 and ORF1629
sequences flanking the BAC (in the flashBAC™ DNA) or gene of interest (in the transfer
vector) allow for efficient homologous recombination in insect cells. A deletion in ORF1629
prevents replication of parental virus in insect cells. Deletion of the chitinase gene (chiA)
maximizes production of secreted proteins and membrane-targeted proteins in insect cells.

Construction of Recombinant Virus Using flashBAC™: For baculovirus production,
flashBAC™ DNA is mixed with transfer vector plasmid DNA containing the gene of interest
to be inserted into the virus genome. Following co-transfection into insect cells, homologous
recombination simultaneously removes the BAC, inserts the gene of interest and and restores
ORF1629 allowing the production of infectious virus which can be harvested from the culture
medium. Recombinant baculovirus can be used for subsequent transduction of insect or
mammalian cells for protein expression.



