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Specific N-terminal attachment
of TMTHSI linkers to native peptides
and proteins for strain-promoted azide
alkyne cycloaddition†
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The site specific attachment of the reactive TMTHSI-click handle to

the N-terminus of peptides and proteins is described. The resulting

molecular constructs can be used in strain-promoted azide alkyne

cycloaddition (SPAAC) for reaction with azide containing proteins

e.g., antibodies, peptides, nanoparticles, fluorescent dyes, chelators

for radioactive isotopes and SPR-chips etc.

Selective modification of the N-terminus of peptides or proteins
remains a challenge in view of the usually abundant presence of
functional and hence reactive side chains of amino acids.
However, in many cases site specific N-terminal modification
is required to circumvent interference with active or binding
domains. These domains play crucial roles in the biological
activity of for example antibodies, cell penetrating peptides,
signalling or immunologically active peptides and as a conse-
quence should not be modified. Recently, MacDonald et al.1

have developed a highly suitable reagent for specific N-terminal
modification of native peptides and proteins. They showed a
specific reaction of the 2-pyridinecarboxaldehyde (2PCA)
moiety with the N-terminus of peptides and proteins. The
aim of this research was to combine this versatile 2PCA reagent
with a highly reactive click moiety capable of a fast strain
promoted azide alkyne cycloaddition (SPAAC). After N-terminal
specific introduction of this novel molecular combination the
click moiety can then undergo a mild and efficient reaction with
relatively easy accessible azide containing compounds, not requir-
ing the presence of a copper catalyst‡. We realised that it might be

challenging to develop a molecular combination of a reactive click
moiety and 2PCA followed by its specific N-terminal introduction.
However, the relatively easy accessibility of a diversity of azides
present in antibodies and other proteins, peptides, nucleic acids,
nano particles, fluorescent dyes, chelators for radioactive isotopes,
SPR surfaces etc. made this the preferred approach instead of
synthesis of an azide containing 2PCA reagent, which then has to
react with much more difficult accessible click moiety containing
antibodies etc.

We wished to combine the 2PCA reagent with our recently
published tetramethylthiocycloheptyne sulfoximine (TMTHSI)-
click handle.2 This click reagent is the fastest reacting SPAAC
reagent to date. TMTHSI is small, and not sterically crowded to
reduce any observer effect, that is a biological response induced
by the steric bulk of the reagent on the formed construct.2,3

This molecular combination of TMTHSI and 2PCA should then
specifically react with the N-terminus of a peptide or protein
after which a SPAAC reaction is possible. Thus, we describe the
synthesis of TMTHSI-2PCA linker constructs, show the specific
N-terminal introduction onto peptides and a protein as well as
purification of the obtained molecular constructs. Finally, SPAAC
of selected TMTHSI molecular constructs is illustrated especially
by the successful preparation of a protein construct from an azide
containing protein component and the N-terminal TMTHSI
moiety containing Evasin-3 protein.

The first click construct (3) was conveniently obtained in
50% yield by combining piperazine-2PCA (2) and TMTHSI in a
reaction with our earlier described TMTHSI-hydroxy succini-
mide derivative 1 (Scheme 1 and ESI†).

Octreotide 4, a clinically used peptide for the treatment of
acromegaly, was used for selective coupling to this new TMTHSI-
2PCA reagent 3. Since octreotide is a cyclized peptide, containing
several functionalities including a lysine side chain NH2 and a
disulfide bridge, it is a relevant model to evaluate the N-terminal
specificity of reagent 3. After reaction with 15 eq. of TMTHSI-2PCA 3,
a 490% conversion was achieved based on the decrease of octreo-
tide peak shown by HPLC (Scheme 2, details in ESI,† Section S2).
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Octreotide was selectively functionalized on the N-terminus as
was proven by LC-MS (Fig. 1). Not only was the expected mass of
the modified octreotide observed, but also proof of the occur-
rence of cyclization, resulting from the N-terminal specific
Edman-degradation-like cyclization reaction4 was apparent
from the presence of two diastereomers, having the same mass
and which could be separated by LC-MS.

Next, we exposed the oncolytic LTX-315 peptide5,6 6 contain-
ing several (five) lysine residues to TMTHSI-2PCA 3 (Scheme 3).
Here too, a LTX peptide adduct 7 was formed having only one
TMTHSI-linker moiety (Fig. 2). As expected, no (stable) Schiff
base adducts were formed with the side chains of the lysine
residues. As with octreotide, the N-terminal modification of
LTX-315 was also apparent from the formation of a diastereo-
meric mixture (Fig. 2).

Thus, the TMTHSI-2PCA 3 reagent is a suitable reagent for
N-terminus site specific introduction of a TMTHSI-containing
linker to peptides.

For larger peptides and proteins, a TMTHSI derivative (16) with
a larger distance between the aldehyde reacting with the N-
terminus and the TMTHSI-moiety was envisioned (Scheme 4), to
avoid any steric encumbrance in both the N-terminal specific
reaction and the subsequent SPAAC. A suitable distance between
the SPAAC moiety and the site of attachment of the reagent in a
sizable peptide or protein will be beneficial for the final biocon-
jugate. The larger distance formed by an ethylene glycol spacer
may also be favourable for water solubility of the construct. The

TMTHSI-glycol-2PCA derivative 16 was obtained in a straight-
forward 7-step synthesis in an overall yield of 25% starting from
ethylene glycol derivative 8 and pyridine bismethylene alcohol
11 (Scheme 4, details in ESI,† Section S3).

This TMTHSI-glycol-2PCA derivative 16 was used in the N-ter-
minal modification of the peptide angiopep2 17 (Scheme 5).
Angiopep2 is a conjugate peptide to facilitate intracellular delivery
and blood–brain barrier transport of oligonucleotides.7–10 The
crude reaction mixture 18 required extensive purification to remove
the excess of unreacted TMTHSI-glycol-2PCA 16. Fortunately, excess

Scheme 1 Synthesis of TMTHSI-2PCA 3.

Scheme 2 Reaction of TMTHSI-2PCA 3 with octreotide 4.

Fig. 1 HPLC-trace of TMTHSI-2PCA reaction with octreotide.

Scheme 3 Reaction of TMTHSI-2PCA 3 with LTX 6 containing several
lysine residues.

Fig. 2 HPLC trace of the TMTHSI-2PCA reaction with LTX-315.
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of TMTHSI-glycol-2PCA can be removed by incubation with
hydroxylamine-containing beads (Scheme 5). These beads cap-
ture the aldehyde of TMTHSI-glycol-2PCA by formation of
an oxime, which is illustrated in the work-up of the reaction
of peptide TP10 (AGYLLGKINLKALAALAKKIL, membrane-
transporting peptide11–13) 17 with hydroxyl amine beads
(Scheme 5, bottom and ESI,† Section S4).

The TMTHSI-moiety integrity and reactivity was monitored
by addition of azido-ethanol to the worked-up product of the
N-terminal modified TP10 peptide (Scheme 6). This resulted in
a complete shift of the diastereomeric peptides to the left, a
more polar region of the HPLC-trace indicating a full reactivity
of the TMTHSI-modified peptide (ESI,† Section S5).

Finally, TMTHSI-glycol-2PCA was evaluated for its ability to
specifically react with the N-terminus of a protein. Here, Evasin-
3 19 was selected, This is a protein which shows a high affinity
to CXC-type chemokines, in particular CXCL1 and CXCL8,
inflammatory chemokines associated with the development
of numerous diseases14 such as cancer and atherosclerosis.
N-terminal modification of 19 with 16 will enable attachment of
the bioconjugate to a bacterial chimeric designer protein
(CDP)15 to boost the immune recognition (Fig. 3).

Thus, 12 equivalents of 16 were reacted with Evasin-3 19 for
26 hours. While no full conversion of Evasin-3 19 was observed
(ESI,† Section S6), separation on HPLC was possible and there-
fore we could purify Evasin-3-TMTHSI 20 by preparative HPLC

Scheme 4 Synthesis of TMTHSI-glycol-2PCA 16.

Scheme 5 Reaction of 17 with TMTHSI-glycol-2PCA (top) and capture of
excess of TMTHSI-glycol-2PCA 16 using hydroxyl amine beads (bottom).

Scheme 6 Click reaction of the TMTHSI-glycol-2PCA peptide construct
with azido ethanol.

Fig. 3 Representation of the reaction of Evasin-3 19 with TMTHSI-glycol-
2PCA 16 leading to molecular construct 20 (top HPLC trace of purified 20),
followed by reaction with CDP-azide 21 leading to Evasin-3-CDP 22
(purified 22, bottom HPLC trace).
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in a yield of 40%. Considering that only 12 equivalents of 16
were used and preparative HPLC purification was performed, a
yield of 40% of pure product was quite satisfactory.

Next, conjugation with azide-functionalised CDP 21 was
carried out (Fig. 3). Two equivalents of Evasin-3-TMTHSI 20
were added dropwise to 1 equivalent of CDP-azide 21. After
reacting for 3.5 hours, the reaction mixture was purified using
preparative HPLC. This resulted in a pure Evasin-CDP conju-
gate 22, as was confirmed by MS. The yield of this conjugate
after purification was 60%, which is certainly acceptable con-
sidering loss of product during preparative HPLC.

We have synthesized clickable, N-terminal site-specific con-
structs TMTHSI-2PCA and TMTHSI-glycol-2PCA. The synthesis
of both derivatives proceeded without problems, which cer-
tainly is not obvious using very reactive click compounds (e.g.,
BARAC).16 These reagents have proven to be N-terminal speci-
fic, and the reaction via cyclization was demonstrated by
observation of the formation of diastereomers on HPLC and
confirmed by mass spectrometry. Pleasantly, also in the
N-terminal reaction no side products have been observed
despite the possible formation of an intermediate diene, in
principle capable of reacting with the TMTHSI-moiety.4

Furthermore, we found that it was possible to use a much
smaller excess of 2PCA-reagent than was earlier reported1 and
that if necessary, excess can be efficiently removed by capture
using functionalized (hydroxyl amine containing) beads. This
purification strategy together with HPLC purification has been
used to determine yields which is an improvement compared to
determination of conversion yields solely based on MS.1

These clickable N-terminal specific constructs can also be
used in larger proteins, as was demonstrated by the clicking of
Evasin-3 with CDP-azide. These combined findings demon-
strate the high potential of these TMTHSI-2PCA reagents for
in-solution N-terminal specific introduction of a click handle in
peptides and proteins. As such this approach affords pure
N-terminally click-reactive peptides and proteins leaving their
internal functional domains unaffected. It is expected that this
specific bioconjugation strategy will soon enable a wealth of
therapeutic and diagnostic applications facilitated by the con-
venient SPAAC-based possible introduction of a variety of azide
containing (bio)molecular constructs originating from antibo-
dies, nucleic acids, nanoparticles, surfaces etc.
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