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For secreted constructs, a vector termed pHLsec is available. It is based
on the pLEXm backbone, the MCS however was reduced when several
new features were introduced:

-a Kozak sequence;
-a secretion signal sequence;
-a C-terminal K_His6 tag.

Constructs can be cloned into this vector, preserving and making use of
the features listed above, by using the Agel (compatible with Xmal, BspEl,
NgoM 1V) and Kpnl (isoschizomer Acc65l is compatible with BsiWI and
BsrGl) sites.

EcoRI HindlllKozak M G | L P S P G M P A L L S
GAATTCAAGCT TGCCACCAT GGGGAT CCTTCCCAGCCCT GEGATGCCTGCGCTGCTCTCC

L vsS L L SV L L M GCVAET G
CTCGTGAGCCTTCTCTCCGTGCTGCTGATGGGT TEGCGTAGCTGAAACCGGT. . . i nsert . . .

G T KHHHHHH* *  Xhol
GGTACCAAGCACCACCAT CACCATCACTAAT GATCACTCGAG
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Fc-tagged constructs, allowing purification of fusion proteins on Protein A
affinity columns, can be expressed using the pHL-FcHis vector.

The vector is based on the pLEXm backbone and it contains a 3C protease
cleavage site followed by the human IgGyl hinge and Fc regions and
finally a KHis6 tag, all cloned between the Kpnl site and the Xhol site.

Constructs can be cloned into this vector, preserving and making use of the
features listed above, by using EcoRI (compatible with Mfel) and Kpnl
(isoschizomer Acc65! is compatible with BsiWl and BsrGl) sites or by
ligation-independent cloning.

Kpnl

G T L EV L F QGUPK S CDIKTMHTCP
GGTACCCTGGAGGT GCTGI TCCAGGGECCCCAAATCTTGTGACAAAACT CACACATGCCCA
pP CPAPELL GGP SV FL F PP K P
CCGTGCCCAGCACCTGAACT CCTGGEGEEEGEACCGT CAGT CTTCCTCTTCCCCCCAAAACCC
K bT L MI S R TWPEVTOCVV YV DV S
AAGGACACCCT CATGATCT CCCGGACCCCT GAGGT CACAT GCGT GGT GGT GGACGT GAGC
H E DP EV KFNWY VDGV EV HNA
CACGAAGACCCT GAGGT CAAGT TCAACT GGTACGT GGACGECGT GGAGGT GCATAATGCC
K T K P R E E QY NS T Y RV V S V L T
AAGACAAAGCCGCGCEGAGGAGCAGT ACAACAGCACGT ACCGT GTGGT CAGCGT CCTCACC
V L HQDWLNGIKEY KCIKV S N K A
GI'CCTGCACCAGGACT GCCT GAAT GGCAAGGAGT ACAAGT GCAAGGT CTCCAACAAAGCC
L P AP I EKTI S KAIKUGOQWPRE P Q
CTCCCAGCCCCCATCGAGAAAACCAT CTCCAAAGCCAAAGGEGCAGCCCCGAGAACCACAG
v Yy T L PP S RDIEVLTI KNOQVS L TC
GI GTACACCCTGCCCCCATCCCGGEGAT GAGCT GACCAAGAACCAGGT CAGCCTGACCTGC
L vV K G F Y P S DI AV EWESNGA QP
CTGGTCAAAGGCTTCTATCCCAGCGACAT CGCCGT GGAGT GGGAGAGCAAT GGGCAGCCG
E NNY KATP PV L DS DGSF F LY
GAGAACAACT ACAAGGCCACGCCT CCCGT GCCTGGACT CCGACGECTCCTTCTTCCTCTAC
S K L T VDI K SRWQQGNVEF S C SV
AGCAAGCT CACCGT GGACAAGAGCAGGT GGCAGCAGGGGAACGTCTTCTCATGCTCCGT G
M HE AL HNWMHYT QK S L S L S P GK
ATGCATGAGGCT CTGCACAACCACT ACACGCAGAAGAGCCTCTCCCTGI CTCCGGGTAAA
H HHHHH * * Xhol
CACCACCATCACCATCACTAATGATCACTCGAG
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Biotinylated constructs (for surface plasmon resonance binding experiments for
example, see Aricescu et al., 2006) can be expressed using the vector termed
pHL-Avitag3.
The vector is based on the pLEXm backbone and it contains a

followed by the biotin ligase [BirA] recognition site and finally a
KHis6 tag, all cloned between the Kpnl site and the Xhol site.

Constructs can be cloned into this vector, preserving and making use of the
features listed above, by using EcoRIl (compatible with Mfel) and Kpnl
(isoschizomer Acc65l is compatible with BsiWI and BsrGl) sites or by ligation-
independent cloning.

EcoRl
GAATTC ... insert...... ... ...
Kpnl
G T G L NDI F E A Q K I E

GGTACCGGAGGT TCCGGT GGT TCCGGTCTGAATGATATCT TTGAAGCTCAGAAGATTGAA

WHEGRTKHHHHHH * *  Xhol
TGGCATGAAGGACGT ACCAAGCACCACCATCACCATCACTAATGATCACTCGAG
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