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Description Expression plasmid. The expression cassette is under transcriptional control of the
tetracycline promoter/operator. The expressed recombinant protein will be secreted
into the periplasm.
Affinity tag Strep-Tactin® affinity tag (Strep-tag II®) for the purification of recombinant protein. The

affinity tag is fused to the N-terminus of the recombinant protein and can be removed
by cleavage with Enterokinase.

Bacterial Expression

Expression is induced upon addition of 200 pg anhydrotetracycline (order no.: 2-0401-
001; 2-0401-002) per 1 liter E. coli shaking culture (Asso = 0.5).

Expression strain

Any E. coli strain. The tet-promoter works independently from the genetic background of
E. coli.

Resistance Ampicillin

Form 5 g, dissolved in 10 mM Tris/HCI pH 8.0, 1 mM EDTA; 20 ul
Concentration 250 ng/ul

Storage 4 °C for frequent usage, -20 °C for long-term storage

For research use only

Important licensing information

This product is based on Strep-tag and tet promoter technologies covered by intellectual property (IP) rights and on completion of the sale IBA grants respective Limited
Use Label Licenses to purchaser. IP rights and Limited Use Label Licenses for said technology are further described and identified at http://www.iba-
lifesciences.com/patents.html or upon inquiry at info@iba-lifesciences.com or at IBA GmbH, Rudolf-Wissell-Str. 28, 37079 Goettingen, Germany. By use of this product
the purchaser accepts the terms and conditions of all applicable Limited Use Label Licenses.

Trademark information

The owners of trademarks marked by “®” or “TM” are identified at http://www.iba-lifesciences.com/patents.html. Registered names, trademarks, etc. used in this
document, even when not specifically marked as such, are not to be considered unprotected by law.




Multiple Cloning Site of pASK-IBA14
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CCATCGAATGGCCAGATGATTAATTCCTAATTTTTGTTGACACTCTATCATTGATAGAGTTATTTTACCACTCCCTATCA 80
forward primer
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GTGATAGAGAAAAGTGAAATGAATAGTTCGACAAAAATCTAGATAACGAGGGCAAAAAATGAAAAAGACAGCTATCGCGA 160
Xbal

OmpA link Strep-tag
I AV AL A G F A TV A Q A A S W S H P Q F E K G A D

TTGCAGTGGCACTGGCTGGTTTCGCTACCGTAGCGCAGGCCGCTAGCTGGAGCCACCCGCAGTTCGAAAAAGGCGCCGAC 240
NheI Bbel
Ehel
KasI
NarI

L P R P R S RTIURARY PG TI P R G R P A G
enterokinase A P E T AV P N S S S V P G D P S R S T C R
b bbb K G S RDIRGU®PEVF E L G TR G S L E V DL Q G

GACGACGACAAGGGCctccCGAGACCGCGGTCCCGAATTCGAGCTCGGTACCCGGGGATCCCTCGAGGTCGACCTGCAGGG 320
Bsal BsmFI SstI Kpnl BamHI Sall PstI BsmFI
PshAI EcoRI Smal XhoI
SacII

G P W S L I S N *
G T M v s D I *
D H G L *

GGACCATGGTCTCTgataTCTAACTAAGCTTGACCTGTGAAGTGAAAAATGGCGCACATTGTGCGACATTTTTTTTGTCT 400
PshAI Bsal EcoRV HindIII
NcolI
GCCGTTTACCGCTACTGCGTCACGGATCTCCACGCGCCCTGTAGCGGCGCATTAAGCGCGGCGGGTGTGGTGGTTACGCG 480
reverse primer

Please note: Restriction enzymes in bold cut twice. The Bsal sites (isoschizomer of Eco31l) at each end of the multiple
cloning site are useful for precise and oriented insertion of the recombinant gene by one cleavage reaction only. The
“link” contains a restriction site which can be used e.g. for subcloning the recombinant gene into pEXPR-IBA vectors
for mammalian expression. During secretion of the recombinant protein into the periplasmic space, the OmpA signal
sequence will be cleaved off. The processed protein will start with the Ala-Ser-linker.

Features of pASK-IBA14

Ndel

frombp | tobp ﬁkﬂ‘
promoter 37 72 Bbel
forward primer binding site 57 76 PshAl
OmpA signal sequence 139 201 ?Z‘Z'u
Strep-tag 202 | 231 Eool
enterokinase cleavage site 232 252 OmpA/Strep -tag/enterckinase . m‘
multiple cloning site 253 335 boot | MCS
reverse primer binding site 403 419 pASK-lBA] 4 ke
f1 origin 432 870 3321 bp S
AmpR resistance gene 1019 1879 inschﬁ‘
tet-repressor 1889 2512 . . Eii‘w

— f1 origin

Col Elorigin 2665 3253 Hindll
Cloning primers for the precise cloning using Bsal or Eco31I Sequencing primers:
Forward: 5'- NNNNNNGGTCTCNC TCC %\II\I]\%IEI) NNN. . . Forward:5’ - GAGTTATTTTACCACTCCCT -3’
Reverse: 5'- NNNNNNGGTCTCNTA TCA 5\11\11\121%) NNN. . . Reverse:5’ - CGCAGTAGCGGTAAACG -3’




