PALEX2-Ca

(Cat. No. EV-3435)

For research use only.

pALEX2-Ca is a new generation of CASCADE™ * expression vector for the production of C-terminal
fusion to C-LYTAG sequence. The final expression vector with the inserts has to be introduced in
CASCADE™ expression hosts such as E. coli REG1 or MEDAL-GOLD (Cat. No. BS-3262 and BS-3432),
that contain the nahR-Psal::xyIS2 regulatory module integrated into the chromosome. The main features
of this expression plasmid are:

- Improved version of Pm promoter with lower basal transcriptional activity.

- Short artificial 5' untranslated sequence with optimized efficiency for translation.

- Improved multicloning sequence with most used restriction sites.

- Potent 3' ribosomal transcriptional terminator.

- Two Notfl site flanking the promoter fusion for subcloning info integrative mini Tn5 delivery vectors.

The C-LYTAG allows high degree protein purification using cost convenient chromatography supports
(C-LYTRAP is more than 5 time less expensive than other commercial resins). This tag also provides
improved solubility to recombinant proteins compared to histag and it is compatible with the purification
of metalloproteins. The main advantages of the expression and purification systems are:

- Low basal expression level facilitating cloning of toxic proteins and the stability of recombinant
strains.

- The CASCADE™ system functions does not require a particular media formulation.

- Active at low temperature of growth.

- Higher level of purification than His-tag.

- Low cost of main consumables (inducer, support, etc) that allows cost efficient scaling up the
production.

- Compatibility with mini Tn5 delivery vectors for the construction of stable strains.

NOTE: C-LYTAG Purification System is shipped at room temperature. Upon arrival, store the components according to the
directions in the table above.

* CASCADE™ is a trade mark of Active Motif, Inc., Carlsbad. The CASCADE™ expression system is patented and licensed
by Active Motif, Inc. Commercial license available. Please contact us if you want more information about license agreement.
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3.1. pALEX2-Ca map and restriction analysis.

pALEX2-Ca vector contains a multiple cloning site (MCS) that has thirteen unique restriction sites:

Sphl, EcoRY, BamHI,Ascl,Sacl, EcoRl, Sall, Bglll, Xhol, Apal, Smal, Sfil and Kpnl (refer to vector map
for details).

pALEX2-Ca and pALEX vectors carry as selection marker the bla gene, that confers ampicillin
resistance.

pALEX 2-Ca

4.3 Kb

) cuvmas e

Sphl  Hindll*
Pm* RBS I start C-LYTAG

. . . GCAACAGC TAGAAT TARAGAGGAGAAAT TAAGCATG|C. . .A|AGC TTA ATT AGC CGT GAG
“s .CG'I‘TGTCGATCTTAATTTCTCCTCTTTAATTCFTAC G...T TCG T TAA TCG GCA CTC

Met ... Ser Leu Ile Ser Arg Glu
Sphl  EcoRV BamH| Ascl BssHIl Sacl EcoRI* Sal Bghl  Xhol Apal Smal AccéS1 Kpnl Hindlll®
EcolCRI Accl PspOM S
Hinell
GC ATG| CTC GAT| ATC G ATC CGG|CGC GCC GAG|C A ATT CYT[JGA CCA[GAT CTC|TCG AGC GGG|TGG CCG|GTA QCA| AGC TTA ATT
6 TAC GAG CTA| TaG cec Tag|Gee 606 doc dre|cas coT Tar|cea ddr]GeT cTa dac Acc fes dec CCC ACC GGC[CAT GGT TCG JAT TAA ...

Met Leu Asp Ile Gly Ile Aryg Avg Ala Glu Leu Gly Ile Arg Aryg Pro Asp Leu Ser Ser Gly Pro Gly Trp Pro Val Pro Ser Leu Ile

(*) EcoRl and Hindlll sites shown are not unique in pAl EX2-Ca
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4.1. Cloning in to pALEX2-Ca vector and host strain transformation (£. coli REG-1)

The cloning strategy must take into consideration that:

- The DNA encoding the target protein must be cloned in frame with the start codon (ATG) of the C-
LYTAG coding sequence (see C-LYTAG and MCS sequence). Determine which restriction sites will be
used for cloning.

- Transformation of E. coli REG-1* strain may be performed using standard methods. Biomedal
recommends TSS solution (Cat.No. RS-3215/16), a fast and simple system to prepare competent
cells (for information www.biomedal.es).

* E. coli REG-1 strain contains the regulatory element nahR/Psal::xylS2 integrated into the chromosome.

4.2. Protein expression.

Optimal expression conditions should be determined for each particular recombinant protein with
small scale cultures before attempting large scale expression procedures. Expression can be optimized
by varying inducer concentration (0.05-5 mM salicylate), temperature (16-37°C) and time of induction
(Th-overnight).Typical procedures described below:

1. Inoculate a pre-culture with a single, freshly transformed colony. Add the appropriate antibiotics
(25 pg/ml kanamycin and 100 pg/ml ampicillin) to the pre-culture and incubate overnight at
37°C with shaking (225 r.p.m.).

2. Inoculate a culture with a 1:100 dilution of the pre-culture. Add the appropriate antibiotics and

grow the culture at 37°C, 225 r.p.m. for 3 hours (until the ODsoo is 0.7-1).

. Add the expression inducer (salicylate) to a final concentration of 2 mM.

. Grow induced culture for 2-5 h at 30°C and 225 r.p.m.

5. Harvest the culture by centrifugation at 4000 x g for 15 min at 4°C. Remove the supernatant
and store the pellet at —20°C until needed.

N W

Store at 4°C. For long periods, it is recommended store at -20°C.
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