pSiRNA-h7SKGFPzeo Kit

A simple and innovative tool to create siRNAs
Catalog # ksirn4-gz21

For research use only

Version # 06C08-SV

PRODUCT INFORMATION

Content:

* 20 ug of lyophilized psiRNA-h7SKGFPzeo plasmid

*20 ug of lyophilized psiRNA-LucGL3 plasmid, a control plasmid
expressing an siRNA targeting the luciferase GL3 gene

siLucGL3 sequence: GACTTACGCTGAGTACTTCGA

* 20 pug of lyophilized psiRNA-LacZ, a control plasmid containing a
expressing an siRNA targeting the LacZ gene.

siLacZ sequence: GTGACCAGCGAATACCTGTT

¢ 1 vial of LyoComp GT116 and 1x 2 ml Reconstitutive Solution
GTI116 genotype: F- mcrA A(mrr-hsdRMS-mcrBC) ¢80lacZM15
AlacX74 recAl endAl AsbcC-sbeD

* 10 ug of lyophilized OL559 primer (forward)

OL559 sequence: 5° CGATAAGTAACTTGACCTAAGTG 3’ (23 mer)
MW: 7072 g/mol. Tm: 57.1°C

* 10 ug of lyophilized OL408 primer (reverse)

OL408 sequence: 5° GCGTTACTATGGGAACATAC 3’ (20 mer)
MW: 6141 g/mol. Tm: 55.3°C

¢ 4 pouches of Fast-Media® Zeo XGal

Storage and stability:
- Products are shipped at room temperature.

- Upon receipt, resuspend lyophilized DNA and store at -20°C. Avoid
repeated freeze-thaw cycles.

- Store LyoComp cells and Reconstitutive Solution at 4°C for short
term storage or at -20°C for long term storage. LyoComp cells are stable
for 2 weeks when stored at 4°C and 6 months when stored at -20°C.

- Store sequencing primers at -20°C.

- Store Fast-Media” Zeo XGal at room temperature. Fast-Media®
pouches are stable 18 months when stored properly.

uality control:
- Plasmid DNA was prepared using affinity column and lyophilized.

- Plasmid construct has been confirmed by restriction analysis.

- The sequence between Cla I and Xba I restriction sites has been
verified by sequencing.

- The transformation efficiency of LyoComp cells are evaluated
periodically and are guaranteed to be stable for 6 months when
properly stored (-20°C).
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OVERVIEW

RNA interference (RNAi) has recently emerged as a powerful
technology for studying gene functions in eukaryotes. RNAI is a post-
transcriptional process triggered by the introduction of small
interfering RNA (siRNA) which leads to gene silencing in a
sequence-specific manner. siRNAs consist of 19-21 mer double-
stranded RNA with 2 nt 3’ overhangs, or a 43-51 mer RNA molecule
with a hairpin structure, called short hairpin RNA (shRNA) which are
homologous to a region within the target gene'’. Introduction of
siRNAs in mammalian cells induces strong and specific suppression
of the gene of interest. However, this effect is only transient due to the
short lifespan of synthetic RNAs, which severely limits the
applications of siRNAs. To overcome this limitation, InvivoGen has
designed an efficient and simple-to-use vector, called psiRNA, that
allows the production of siRNAs within the cells.

GENERAL PRODUCT USE

psiRNA is specifically designed for the cloning of small synthetic
oligonucleotides (around 50-mer) that encode two complementary
sequences of 21 nt, homologous to a segment of the gene of interest,
separated by a short spacer region of 5-9 nt. The insert is cloned
downstream of a RNA polymerase III promoter, the human 7SK or
H1 promoter. It is transcribed into a short dSRNA with a hairpin
structure (shRNA) consisting of a 21 bp double stranded region
corresponding to the target sequence and a small loop formed by the
spacer region.

psiRNA exploits the white-blue selection system. The cloning sites
flank a bacterial lacZ o-peptide cassette allowing the discrimination
between blue parental clones and white recombinant clones in E. coli.
Although over 90% of the white clones have integrated a fragment, it
is necessary to sequence the insert to verify the integrity of the
sequence since a single base difference can lead to an inactive siRNA.

psiRNA-h7SK plasmids offer two cloning options:
- Bbs I/ Bbs I (although these sites are recognized by the
same enzyme, they are different avoiding self-ligation of the plasmid)
- Acc 651/ Hind III
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PLASMID FEATURES

* 7SK prom: 7SK is an abundant and evolutionarily conserved small
nuclear RNA discovered in the mid-70s. It is transcribed by RNA
polymerase III from one or more genes belonging to a family of
interspersed repeats in the mammalian genome‘. The high
conservation and abundance of 7SK suggest an important
physiological function of this RNA’. Recent studies suggest that 7SK
acts as a negative regulator of the RNA polymerase II elongation
factor P-TEFb, and that this activity is influenced by stress response
pathways®. The human 7SK promoter presents a strong permissivity
for the nucleotide in the +1 position and recognizes a cluster of 4 or
more T residues as a termination signal. This promoter is ideal for the
production of shRNAs as it can generate high amounts of shRNAs’.

o EM?7-alpha-peptide: The EM7-lacZ oa-peptide cassette is a
bacterial expression cassette enabling white/blue selection.
Transformation of permissive bacterial strains, such as strains
harboring the lacZAMI5 allele, leads to alpha-complementation
which results in the production of active §-galactosidase (LacZ). In
such transformants, LacZ catalyses the hydrolysis of X-Gal to
produce a blue precipitate.

e CMV-HTLYV prom: The strong CMV-HTLV composite promoter
combines the human cytomegalovirus immediate-early gene 1
enhancer/promoter  isolated from the Towne strain and the 5’
untranslated region of the Human T-cell Leukemia Virus. This
composite promoter confers high levels of expression in a constitutive
manner in a wide range of mammalian cells.

e EC2K is a bacterial promoter that enables the constitutive
expression of the Zeocin resistance gene in E. coli. The EC2K
promoter is located within an intron between the GFP and Zeocin
resistance genes.

* GFP::zeo is a fusion gene that encodes a red-shifted variant of the
jellyfish GFP and resistance to Zeocin™ in mammalian cells. This
GFP hybrid protein absorbs blue light (major peak at 480 nm) and
emits green light (major peak at 505 nm). This fusion gene is very
useful to monitor transfection efficiency, standardize gene silencing
efficiency, and select clones that stably express an siRNA.

* fGlo pAn: The human beta-globin 3’'UTR and polyadenylation
sequence allows efficient arrest of the transgene transcription'.

e pMB1 Ori is a minimal E. coli origin of replication to limit vector
size, but with the same activity as the longer Ori.
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METHODS

Plasmid resuspension
Quickly spin the tube containing the lyophilized plasmid to pellet the

DNA. To obtain a plasmid solution at 1ug/ul, resuspend the DNA in
20 pl of sterile H20. Store resuspended plasmid at -20°C.

Plasmid amplification
- Transform psiRNA plasmid in E. coli competent cells.

Note: We recommend using E. coli GT116 cells (see next page).

- psiRNA is a low yield plasmid DNA. In order to enhance the yield,
we suggest to increase the quantity of DNA of your culture before
using a column. To do so, prepare a larger culture than recommended
in the protocol provided by the manufacturer (for example instead of
preparing 250 ml, prepare 2 liters). Lyse the culture and precipitate
the DNA with isopropanol. Resuspend the pellet in the volume
indicated by the protocol and treat with RNAse before using the
column. Then follow the manufacturer’s protocol.

Plasmid preparation
¢ Cloning with Bbs I: Digest psiRNA plasmid with Bbs I (NEB, 2

units enzyme/pug plasmid DNA). Elute the large fragment (3180 bp)
using a 0.7% low-melting agarose gel and dilute the purified DNA
fragment to obtain a solution at 0.1 pg/ul.

* Cloning with Acc 651/ Hind III: Digest psiRNA plasmid with Acc
651 and Hind III (with NEB enzymes, use NEBuffer 2 + BSA). Elute
the large fragment (3150 bp) using a 0.7% low-melting agarose gel and
dilute the purified DNA fragment to obtain a solution at 0.1 pg/ul.

siRNA sequence design
- With the help of the siRNA Wizard (www.sirnawizard.com), choose a

sequence of 19-21 nucleotides within the coding region of the gene of
interest. The siRNA Wizard offers two search options: the “Standard
Search” uses default criteria to analyze your gene of interest whereas the
“Advanced Search” lets you manually set the selection criteria.

The first nucleotide of the siRNA sequence can either be an A or a G.
Sequences that contain 4 or 5 consecutive As or Ts should be avoided, as
they might act as termination signals for polymerase III.

- Using the siRNA Wizard, design two complementary oligonucleotides
compatible with either Bbs I/Bbs I or Acc 65I/Hind III (Figure 1).

Cloning into psiRNA (Figure 2)
1- Annealing of siRNA insert

- Dissolve the oligonucleotides (forward and reverse) at a
concentration of 100 M.

- Dilute to obtain each oligonucleotide solution at 25 yM.

- Prepare the annealing solution by mixing the following components:

Forward oligonucleotide (25 M) 2 ul
Reverse oligonucleotide (25 M) 2 ul
0.5 M NaCl 6 ul
H20 to a final volume of 30 pul

- Incubate 2 minutes at 80°C then stop the heating and maintain in
water bath until the temperature reaches 35°C.

- Use annealed siRNA insert immediatly or store at -20°C for further
use.

Note: Purification of the annealed oligonucleotide solution is not
necessary for efficient ligation of the siRNA insert.
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2- Ligation of siRNA insert into psiRNA
- Prepare the ligation solution by mixing the following components:

Digested psiRNA 1 ul (100 ng)
Annealed siRNA insert 1 ul

T4 DNA Ligase 1 p1 (1 unit)
10X ligation buffer 2 ul

H20 to a final volume of 20 pl

- Incubate the mixture at 16°C overnight (or at 27°C for 2 hours).

3- Transformation of LyoComp GT116

We recommend using E. coli GT116 strain, a sbcCD deletion mutant,
which is more compatible with hairpin harboring plasmids than
standard laboratory strains which are sbcCD".

E. coli GT116 is provided as lyophilized competent cells, called
LyoComp GT116.

- Place the LyoComp GT116 vial in ice for 5 minutes.

- Add 1 ml cold reconstitutive solution and store in ice for 5 minutes.
- Gently homogenize and allow the cells to completely rehydrate in
ice for 25-30 minutes.

Note: Reconstituted GT116 cells can only be used once. Prepare a
stock solution of E. coli GT116 strain by inoculating 25 ml of LB
medium (without antibiotic) with 25-100 ul of reconstituted GT116
cells. Aliquote overnight culture in 20% glycerol and store at -80°C.
- Introduce 10 pl of ligation product (or 1 pug supercoiled plasmid
DNA) in pre chilled 1.5 ml tubes and return tubes to ice.

- Gently flick the cells twice to homogenize and add 100 ul of cells to
each DNA-containing tubes.

- Mix by tapping gently and place in ice immediately.

- Incubate the tubes in ice for 30 minutes.

- Incubate the tubes in a 42°C water bath for exactly 30 seconds, then
place the tubes back in ice for 1-2 minutes.

- Add 900 pl of room temperature SOC (or LB) medium to each
reaction. (Practice sterile techniques to avoid contamination.)

- Incubate tubes at 37°C for 1h30 with shaking at 250 rpm.

- Spread each transformation reaction (150 pl if using a ligation
product or 100 gl of 10" and 107 dilutions if using a supercoiled
plasmid) onto agar plate prepared with Fast-Media® Zeo X-Gal, to
take advantage of the white/blue selection.

Notes: The white/blue selection will allow you to discriminate
between blue parental clones and white recombinant clones.

To increase the number of transformants, spread the remaining
transformed cells first concentrated by low speed centrifugation.

- Incubate plates at 37°C overnight.

Note: The blue/white selection is more visible after 24h incubation.

4- DNA extraction and sequencing of the siRNA insert

- Extract plasmid DNA from 5 white clones.

- Confirm the presence of the siRNA insert on a 3% agarose gel (Nusieve
GTG FMC type) after digestion with Spe I (2 hours at 37°C).
psiRNA-h7SKGFPzeo containing an siRNA insert will generate three
bands: 1644 bp, 1206 bp and 741 bp (for an siRNA insert consisting of a
21 bp stem and 7 bp loop).

- Verify the sequence of the siRNA insert of 3 positive clones using the
sequencing primers provided: OL559 (forward primer) and OLA408
(reverse primer).

Transfection of mammalian cells

- Transfect your cell line with a recombinant plasmid containing the
expected siRNA insert using standard transfection procedures.

Note: We recommend using LyoVec"™, a transfection reagent optimized
for psiRNA.

- Two days after transfection, add Zeocin™ at the appropriate
concentration (typically 100 pg/ml). Stable transfectants are usually
individualized after 1-2 weeks.

Analysis of siRNA-induced silencing
siRNA-induced silencing of your gene of interest can be determined by

using different techniques, such as Northern analysis or quantitative
RT-PCR at the RNA level, or Western Blot at the protein level.

RELATED PRODUCTS

Product Catalog Code
LyoComp GT116 lyo-116-21
ChemiComp GT116 gt116-11
Fast-Media® Zeo X-Gal fas-zn-x
Zeocin™ ant-zn-1
LyoVec” lyec-1
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Figure 1
1- Selection of siRNA sequence using the siRNA Wizard software

GTGGCTGTGGAGACAAATCTA siRNA sequence
..TCAAGTTTACAGAAGCTGGTGGCTGTGGAGACAAATCTAGCATCTCTAGAGAACTTCC... Target gene
2- Synthesis of complementary oligonucleotides

5' ACCTC-GTGGCTGTGGAGACAAATCTATCAAGAGTAGATTTGTCTCCACAGCCAC-TT 3'
Complementary ODNs

5' CAAAAA-GTGGCTGTGGAGACAAATCTACTCTTGATAGATTTGTCTCCACAGCCAC-G 3'

3- Annealing of complementary oligonucleotides

3] ACCTC-GTGGCTGTGGAGACAAATCTA W TCAAGAG ¥ TAGATTTGTCTCCACAGCCAC-TTES Annealed ODNs
[JG-CACCGACACCTCTGTTTAGAT 4 AGTTCTC A ATCTAAACAGAGGTGTCGGTG-AAAAAC [

Loop
4- Digestion of psiRNA plamid with Bbs I

+1
Y
ACCTCGGTCTTC o tide GAAGACTT TTTGGAAAAGCTT Bbs I-digested psiRNA
% GCCAGAAG OPEPUCE o 17cTGAAAAACJICTTTTCGAA

5- Ligation and transformation of E. coli GT116

+1

—
P CGGT ACCT C-GTGGCTGTGGAGACAAATCTA W TCAAGAG ¥ TAGATTTGTCTCCACAGCCAC-TT TTTGGAAAAGCTT Recombinant psiRNA
B GCCATGGA G-CACCGACACCTCTGTTTAGAT A AGTTCTC A\ ATCTAAACAGAGGTGTCGGTG-AAAAAC CTTTTCGAA P

c
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Sdal (6)

Ndel (182)

SnaBI (288)

Spel (414)
Ncol (822)
Hpal (1186)
gtaagtcactgactgtctatgcctgggaaagggtgggcaggagatggggcagtgcagga
Spel (1620) Asel (1633) Mfel (1669)

aaagtggcactatgaacccACTAGTTTGACAATTAATCATAAGCATAGTATAATACAACTCACTATAGcaattgtactaaccttcttctctttcctctcec

-

tgacagGAGGAGCCATCATGGCCAAACTCACTTCTGCAGTCCCAGTCCTCACAGCAAGGGATGTTGCAGGGGCTGTAGAGTTCTGGACTGACAGATTAGG

ATTCTCCAGAGACTTTGTTGAAGATGATTTTGCTGGTGTTGTCAGAGATGATGTCACCCTCTTCATCTCAGCAGTTCAGGACCAAGTTGTCCCTGACAAC

ACCCTTGCTTGGGTCTGGGTCAGAGGCCTAGATGAGCTTTATGCAGAATGGTCAGAAGTAGTCAGCACAAATTTCAGGGATGCCTCTGGCCCAGCCATGA

CAGAAATTGGTGAACAACCTTGGGGAAGGGAATTTGCCCTCAGAGACCCTGCTGGAAATTGTGTCCATTTTGTAGCTGAGGAACAGGACTAAAGCTAGAA

GCTCGCTTTCTTGCTGTCCAATTTCTATTAAAGGTTCCTTTGTTCCCTAAGTCCAACTACTAAACTGGGGGATATTATGAAGGGCCTTGAGCATCTGGAT

TCTGCCTAATAAAAAACATTTATTTTCATTGCAATGATGTATTTAAATTATTTCTGAATATTTTACTAAAAAGGGAATGTGGGAGGTCAGTGCATTTAAA

ACATAAAGAAATGAAGAGCTAGTTCAAACCTTGGGAAAATACACTATATCTTAAACTCCATGAAAGAAGGTGAGGCTGCAAACAGCTAATGCACATTGGC

AACAGCCCCTGATGCCTATGCCTTATTCATCCCTCAGAAAAGGATTCAAGTAGAGGCTTGATTTGGAGGTTAAAGTTTTGCTATGCTGTATTTTAATTAA

-

AAACCCGCTTCGGCGGGTTTTTTTATGCATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTC

-l

CGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCC

TCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTA

ApaLI (2841)
TCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAG

TCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGT

GGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGG

CAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACG

Spel (3264)
Clal (3259)
GGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGTTCTTAATCGATACTAGTGCTGCAGTATTTAGCATGCCCCACCCATCTG

CAAGGCATTCTGGATAGTGTCAAAACAGCCGGAAATCAAGTCCGTTTATCTCAAACTTTAGCATTTTGGGAATAAATGATATTTGCTATGCTGGTTAAAT




3401

3501

3601

3701

TAGATTTTAGTTAAATTTCCTGCTGAAGCTCTAGTACGATAAGTAACTTGACCTAAGTGTAAAGTTGAGATTTCCTTCAGGTTTATATAGCTTGTGCGCC

Bbsl (3520)

Acc65I (3506) Bsu36I (3523) Asel (3550)
GCCTGGGTACCTCGGTCTTCACCTGAGGTTTTTCAAAAGTAGTTGACAATTAATCATCGGCATAGTATATCGGCATAGTATAATACGACTCACTATAGGA
——

Ncol (3607)
GGGCCACCATGGACCCTGTTGTGCTGCAAAGGAGAGACTGGGAGAACCCTGGAGTGACCCAGCTCAACAGACTGGCTGCCCACCCTCCCTTTGCCTCTTG

——MetAspProVal Val LeuGl nArgArgAspTrpGl uAsnP roGl yVal Thr Gl nLeuAsnArglLeuAl aAl aHi sProProPheAl aSer Tr
GAGGAACTCTGAGGAAGCCAGGACAGACAGGCCCAGCCAGCAGCTCAGGTCTCTCAATGGAGAGTGGAGGTTTGCCTGGTTCCCTGCCCCTGAAGCTGTG

31k pArgAsnSer Gl uGl uAl aArgThrAspArgProSer GI nGl nLeuArgSer LeuAsnGl yGl uTrpArgPheAl aTrpPheProAl aProGl uAl aVal

3801

Xbal (3880)
BbsI (3859) HindIII (3875)
CCTGAGTCTTGGCTGGAGTGTGACCTCCCAGAGGCTGACACTGTGTAACCCTGAGCTAGGAAGACTTTTTGGAAAAGCTTCTAGACTTAATTAA

65* ProGluSer TrpLeuGl uCysAspLeuProGl uAl aAspThrVal eee



Fast-Media®

Microwaveable media for selection and propagation of E. coli transformants

Catalog # fas-xx-1, fas-xx-s, fas-xx-xgal

For research use only

Version # 05C28-SV

PRODUCT INFORMATION
Contents:
E. coli Fast-Media® are prepared as individual sealed pouches
containing the necessary amount of powder for preparation of 200 ml
of selective liquid or agar medium.
30 pouches are supplied for each order of TB or Agar and 20 pouches
are supplied for each order of XGal Agar.
Storage and stability:
Fast-Media® are shipped at room temperature, and must be stored in
a dry and cool place. They are stable for at least one year at room
temperature.
When properly prepared, Fast-Media® plates or TB are stable several
weeks at 4°C, and remain sterile and selective.

uality control:
The high quality and performance of each formulation has been
tested with some widely used and proprietary E. coli K12 derived
strains*. These include DH5a, Top10, MC1061, XL1 blue, M
109, TB1, GT100, GT110.
The adequate plasmids carrying the appropriate E. coli resistance
genes are used as positive control.
*E. coli recipient strains carrying the Tn5 transposon are resistant to
Kanamycin and Zeocin™.

GENERAL PRODUCT USE

E. coli Fast-Media” are microwaveable ready-to-use solid or liquid
media, supplied with a selective antibiotic, and chromogenic substrates
(for five references), therefore designed for the growth or selection of
E. coli transformant colonies, as well as detection of blue/white
colonies.

- Fast-Media® Agar formulation is LB based agar medium
supplemented with selective antibiotic, it's used for selection of
resistant E. coli colonies after transformation by vectors carrying
a selection resistance gene.

- Fast-Media® X-Gal formulation is a LB based agar medium
supplemented with selective antibiotic, X-Gal and IPTG. It's used
for detection of blue/white resistant colonies after transformation
by a vector carrying LacZ gene.

- Fast-Media® TB formulation is a Terrific Broth based liquid
medium supplemented with selective antibiotic. It's used for high
cell density culture of transformed bacteria, and extraction of
high quantity and quality of required plasmid.

FAST-MEDIA® FEATURES

E. coli Fast-Media® offer researchers a quick and convenient way to
prepare 200 ml of liquid culture medium, or 8-10 agar plates in about five
minutes USING A MICROWAVE INSTEAD OF AN AUTOCLAVE

E. coli Fast-Media® are available with a large variety of prokaryotic
selective agents including Ampicillin, Blasticidin S, Hygromycin B,
Kanamycin, Puromycin and Zeocin™ (see table below).Fast-Media®
is also available with no selective agent (Base) that can be prepared
with or without antibiotics.

Agar X-Gal TB
Base v v
Ampicillin v v v
Blasticidin v v Y
Hygromycin N v v
Kanamycin N v Y
Puromycin v Y
Zeocin v v v
SPECIAL HANDLING

Caution should be exercised during handling of Fast-Media® due to
potential allergenic properties of antibiotics. Wear protective gloves,
do not breath the dust.

METHOD

For customer convenience, procedure is directly printed on each pouch.

1- Pour the pouch contents into a clean borosilicate glass bottle or flask.
2- Add 200 ml of distilled or deionized water.

3- Heat in a microwave oven on MEDIUM power setting (about
450W) until bubbles start to appear (about 3 minutes).

Do not heat in a closed container.

4- Swirl gently to mix the preparation and re-heat for 30 seconds.
Swirl gently again.

5- Repeat step 4 if necessary until the medium is completely dis-
solved. Do not overboil.

6- Allow the medium to cool to 50-55 °C, use directly for liquid medium,
or pour plates for solid medium.

Caution: Any solution heated in a microwave oven may become
superheated and suddenly boil when moved or touched. Handle with
extreme care. Wear heat-proof gloves.

Note: Do not repeat this above procedure once the medium is prepared
because the antibiotic will be adversely affected.

For preparation of Fast-Media Base.

- Follow the instructions above and when media has cooled to 50-55 °C
add the antibiotic at the appropriate concentration for selection of
E. coli.

TECHNICAL SUPPORT

Toll free (US): 888-457-5873
Outside US: (+1) 858-457-5873
E-mail: info@invivogen.com
Website: www.invivogen.com

InvivoGen

3950 Sorrento Valley Blvd. Suite A
San Diego, CA 92121 - USA




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




