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A series of four porphyrin-peptide conjugates bearing one linear bifunctional sequence containing a cell
penetrating peptide (CPP) and a nuclear localization signal (NLS) were synthesized and their in vitro biological
and stability properties investigated. All conjugates accumulated within human HEp2 cells to a significantly
higher extent than their porphyrin-PEG precursor, and the extent of their uptake and cytotoxicity depends
on the nature and sequence of the amino acids. Conjugates 2 and 5 bearing a NLS-CPP accumulated the
most within cells and were the most phototoxic (IC50 ≈ 7 µM at 1 J/cm2). All conjugates localized
preferentially within the cell lysosomes, and in addition, conjugate 2 was also found in the ER. All conjugates
were highly stable under nonenzymatic conditions, but their peptide sequences were cleaved to some extent
(ca. 50% after 24 h) by proteolytic enzymes, such as cathepsin B, cathepsin D, prolidase, and plasmin.

Introduction

Photodynamic therapy (PDT)a,1,2 and boron neutron capture
therapy (BNCT)3 are binary therapies for cancer treatment that
involve the activation of a tumor-localized sensitizer with red
light (in PDT) or with low energy neutrons (in BNCT). The
cytotoxic agents generated in PDT are reactive oxygen species
(ROS), mainly 1O2, whereas in BNCT the high linear energy
transfer particles 4He2+ and 7Li3+ are formed via the 10B-neutron
capture nuclear reaction. These cytotoxic species have limited
ranges in tissue (approximately 0.1 µm for 1O2, 9 µm for 4He2+,
and 5 µm for 7Li3+), and therefore, the toxic effect is restricted
to their site(s) of generation. As a consequence, the biological
efficacy of porphyrin-based sensitizers depends on both their
selectivity for tumor tissue and their subcellular distribution.4,5

In order to increase the tumor specificity and water solubility
of sensitizers several methodologies have been explored, includ-
ing the use of lipid vehicles such as Cremophor EL and
liposomes6 and the conjugation to biological molecules, such
as proteins, antibodies, and carbohydrates.7–14 A particularly
attractive strategy for increasing cellular uptake and delivery
of therapeutic drugs into specific organelles is the use of peptide
signaling sequences, such as a cell penetrating or fusogenic
peptide (CPP), a nuclear localization signal (NLS), and bifunc-
tional signaling sequences containing, for example, both a CPP
and a NLS. CPPs are minimum sequences required for rapid
and efficient cellular internalization normally found in the
transduction domain of proteins;15 examples of CPP include the
Drosophila homeotic transcription protein antennapedia (pen-
etratin, Antp),16 the human immunodeficiency virus I transcrip-

tional activator (HIV-1 Tat),17 the herpes-virus derived VP22,18

and synthetic arginine-rich polypeptides.19 NLS characteristi-
cally contain short sequences of positively charged amino acids
(arginine and/or lysine) and are divided into monopartite and
bipartite depending on whether they contain one or two clusters
of at least four cationic amino acids.20 Among the NLS, the
best characterized monopartite is the sequence PKKKRKV
derived from the simian virus 40 (SV40) large T antigen,20 and
the best characterized bipartite is the nucleoplasmin with the
minimal sequence KRPAATKKAGQAKKKL.22 Porphyrin con-
jugates bearing the NLS SV40 have been reported, and in all
cases, the conjugates showed increased photosensitizing activity
as a consequence of nuclear delivery, when compared with the
corresponding unconjugated porphyrins.21,23–25 We have previ-
ously investigated a series of porphyrin conjugates bearing either
the NLS SV40 or the CPP HIV-1 Tat 48–60 sequences.21

Although these conjugates were not found in the nuclei of HEp2
cells, the porphyrin-CPP exhibited enhanced cellular uptake
and the porphyrin-NLS enhanced phototoxicity, compared with
the unconjugated porphyrin. These studies showed that the
biological efficacy of porphyrin-peptide conjugates depends on
the nature and sequence of the amino acids on the peptide chain,
the nature of the substituents at the periphery of the porphyrin
macrocycle and the overall charge and amphiphilicity of the
conjugate. In our continuing design and investigation of
photosensitizers with enhanced biological efficacy, we hypoth-
esized that a cell-targeted porphyrin-peptide conjugate bearing
a linear bifunctional CPP-NLS or NLS-CPP peptide, with
minimum sequences for cell membrane translocation and for
directing the movement of the molecule into the cell nucleus,
could show both increased cellular uptake and phototoxicity.
Herein, we report the synthesis, characterization, cellular studies
and metabolic stability of a series of four new porphyrin-peptide
conjugates containing bifunctional peptide sequences composed
of an amphiphatic and cationic CPP and a NLS corresponding
to either the SV40 large T antigen or the nucleoplasmin
sequences. A similar approach has been used for the preparation
of conjugates of chlorin-e6 to multiple pentalysine-SV40 pep-
tides;25 these conjugates showed enhanced biological efficacy
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compared with chlorin-e6 but were difficult to synthesize, purify,
and characterize as a result of their high molecular weights.

Results and Discussion

1. Synthesis and Characterization. The specific delivery
of porphyrin-based sensitizers into cancer cells is determined
by their ability to cross the plasma membrane, which in turn
depends on the macrocycle structural and physicochemical
properties. We hypothesized that a porphyrin-peptide conjugate
bearing a bifunctional CPP-NLS or NLS-CPP signaling
sequence may show increased tumor cell uptake and enhanced
photodynamic activity. We anticipated that the CPP sequence
would direct the conjugate’s movement across the cellular
membrane into the cytoplasm, by either transient membrane
permeabilization or receptor-mediated endocytosis, and the NLS
would favor the conjugate’s preferential localization within the
cell nuclei and other sensitive organelles. We therefore designed
and synthesized four porphyrin-bifunctional peptide conjugates
(2-5) bearing both CPP and NLS sequences. Bifunctional
peptides are generally classified as hydrophobic, amphiphatic,
and cationic, depending on the nature of the amino acid
sequence.24–29 In order to balance the hydrophobic nature of
the porphyrin macrocycle we selected the amphiphatic CPP
sequences corresponding to either penetratin, the fusion peptide
of HIV-1 gp41, or the HIV-1 Tat 48–60. Primary amphiphatic
peptides result from the sequential assembly of hydrophobic
and hydrophilic domains; the first domain is required for
membrane anchoring and complex formation with hydrophobic
molecules while the second domain enhances water solubility,
induces complex formation with hydrophilic, negatively charged
molecules, and directs the molecule to a subcellular compart-
ment. There are three major families of primary amphiphatic
peptides containing a common hydrophilic domain correspond-
ing to the NLS SV40. These peptides bear a WSQ sequence
which acts as a linker between the hydrophilic and hydrophobic
domains, thereby maintaining their integrity.26 Such peptides
covalently linked through the cysteine residue, have been used
for the intracellular delivery of oligonucleotides and porphyrin
derivatives.24 The resulting conjugates were found to be toxic
in the dark at concentrations higher than 10 µM, probably as a
consequence of pore formation and subsequent membrane
depolarization. Penetratin is an amphiphilic peptide derived from
the third helix of the DNA binding domain of Drosophila
antennapedia [Antp(43–58), penetratin]. It contains cationic
amino acids that interact with DNA and hydrophobic amino
acids that interact with other helices to maintain the DNA–pro-
tein complex structure. The translocation activity of penetratin
depends on the distribution of the positively charged residues
and of the two tryptophan amino acids that reside on the
theoretical helical structure.16 The cationic peptide sequence
HIV-1 Tat 48–60 has been extensively used for the efficient
delivery of drugs into cells.17,19 It can play a double targeting
role by initially delivering its cargo into the cytosol and then
into the nucleus. We have previously observed that a porphyrin-
HIV-1 Tat 48–60 conjugate shows enhanced cellular uptake than
the unconjugated porphyrin and that the cell nucleus is not its
main site of subcellular localization.21 In the present study, we
hypothesized that the coupling of a photosensitizer to both CPP
and NLS signaling sequences might result in an enhancement
of its biological efficacy. In eukaryotic cells, most of the natural
NLS are bipartite consisting of two short cationic domains
separated by a spacer of 10-12 residues. The best characterized
bipartite NLS is that of nucleoplasmin with the minimal
sequence KRPAATKKAGQAKKKL; among the monopartite

NLS, the best characterized is the short sequence PKKKRKV
derived from the SV40 large T antigen.20 We therefore chose
to couple the NLS sequences corresponding to the SV40 large
T antigen and the bipartite nucleoplasmin to the above CPP
sequences in order to produce a single chain peptide vector
(CPP-NLS or NLS-CPP). The resulting peptide vectors
correspond to the amphiphatic sequences MGLGLHLLV-
LAAALQGAWSQAPPKKKRKVG, a modified version of that
previously reported24 which contains a longer sequence for the
hydrophilic SV40 large T antigen, RQIKIWFQNRRMKWKKAP-
PKKKRKVG (penetratin-SV40), and the cationic peptides
KRPAATKKAGQAKKKLEDPRKKRRQRRRPPQG (nucleo-
plasmin-HIV-1 Tat 48–60) and APPKKKRKVEDPRKKRRQR-
RRPPQG (SV40-HIV-1 Tat 48–60). The side-protected peptide
sequences were synthesized using Fmoc-solid phase methodol-
ogy, as we have previously reported.21 After the coupling of
the last residue, the Fmoc-group was removed and the free amino
group was used in the conjugation reaction to porphyrin 1,21 a
carboxylate-terminated pegylated porphyrin. The PEG chain in
porphyrin 1 was designed to act as a spacer between the porphyrin
and the peptide sequence, in order to reduce intra- and intermo-
lecular interactions and to improve water solubility.30–32 Conjugates
2–5 were synthesized as shown in Scheme 1 using our previous
reported coupling methodology.21,30 In brief, PEG-porphyrin 1 was
activated as the hydroxybenzotriazole (HOBt) ester and coupled
to the free amino group of the protected peptidyl PAL-PEG-PS
resin using TBTU. After cleavage and deprotection from the solid
support using TFA/Phenol/H2O/TIS 88/5/5/2, the water-soluble
porphyrin-peptide conjugates 2-5 were isolated by reversed-phase
HPLC in yields ranging from 18 to 72%. Based on the reversed-
phase HPLC retention times, the hydrophobic character of the
porphyrin-peptide conjugates follows the order 3 > 4 > 2 > 5.

2. CD Studies. Conformational studies of the peptides
conjugated to porphyrin 1 were conducted in different media,
including aqueous and membrane mimicking environments (see
Figure 1 and Table 1). In aqueous solution at pH 5.00, all
porphyrin-peptide conjugates show negative Cotton effects at
198–207 nm, which are characteristic of a random coil

Scheme 1. Synthetic Route to Porphyrin-Peptide Conjugates
2–5
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conformation. For example, for polylysine at pH 7, [θ] )
-41900 deg cm2 dmol-1 at 197 nm.33 In membrane mimicking
environments, in the presence of TFE or SDS, an R-helix
structure characterized by two negative bands at 205 and 221
nm, associated with a positive band at 193 nm, is induced for
conjugate 3. For example, for polylysine at pH 7, [θ] ) 76900
deg cm2 dmol-1 at 191 nm, [θ] ) -32600 deg cm2 dmol-1 at
208 nm, and [θ] ) -35700 deg cm2 dmol-1 at 222 nm.33 In
the presence of TFE, conjugates 4 and 5 adopt a random coil
conformation as observed by the negative band at 201 and 198
nm, respectively; however, in the presence of SDS, an R-helix
conformation is induced for both conjugates as observed by the
presence of two negative bands at 203 and 222 and a positive
band at 193 nm. These results show, with the exception of
conjugate 2, that conjugates 3-5 adopt different conformations
depending on the nature of their environment. These differences
may be attributed to the hydrophobic/hydrophilic character of
the amino acid sequence in each peptide. While the peptide
sequence in conjugate 2, contains mainly cationic residues (K
and R), the peptide sequences in conjugates 3-5 contain a larger
number of hydrophobic amino acids, which may be responsible
for the R-helix conformation induced in the membrane mimick-
ing environments. We also observed that the coupling of an
NLS to a CPP does not significantly influence the preferred

conformation of each individual sequence. Our results are in
agreement with previous studies showing that in the crystal
structures of the kariopherin R-SV40 and the importin R-nucleo-
plasmin (155–170, KRPAATKKAGQAKKKK) complexes, the
peptide sequences adopt extended conformations.34,35 On the
other hand, CD investigations of the Tat protein have shown
that the highly basic region from 48 to 60 (PRKKRRQR-
RRPPQ) adopts an extended conformation due to the electro-
static repulsion between the positively charged side groups.36

In contrast, CD and NMR studies have shown that the penetratin
sequence [Antp(43–58)] usually adopts an R-helix or �-sheet
conformation when associated with vesicles,37 and that the
amphiphatic peptide sequence on conjugate 3 adopts a random
coil conformation in water and an R-helix in membrane
mimicking environments.38

3. Cell Culture Studies. 3.1. Time-Dependent Cellular
Uptake. The time-dependent uptake of conjugates 2-5 by
human HEp2 cells was investigated at a concentration of 10
µM, and the results obtained are shown in Figure 2. We have
recently reported the cellular properties of the PEG-porphyrin
1 using the same cell line;39 the biological properties of the

Figure 1. CD spectra in the amide region of (a) 2, (b) 3, (c) 4, and (d) 5. TFE/H2O, pH 7.00 (full line), 50 mM NaH2PO4, pH 5.00 (dash line),
100 mM SDS/H2O (dot line). Conjugate concentration 20 µM. The ellipticity is given in deg cm2 dmol-1, cell path 1 mm, temperature 25 °C.

Table 1. Molar Ellipticity of Porphyrin-Peptide Conjugates 2–5

molar ellipticity (deg cm2 dmol-1)

ID
50 mM NaH2PO4,

pH 5.00
H2O/TFE

9/1, pH 7.00
100 mM SDS/
H2O, pH 3.7

2 -16740 (199 nm) -21440 (199 nm) -11070 (200 nm)
3 -5780 (207 nm) -10600 (205 nm) -9760 (205 nm)

-6610 (221 nm) -5000 (221 nm)
4 -13410 (198 nm) -11490 (201 nm) -6540 (203 nm)

-1360 (222 nm)
5 -19230 (198 nm) -16430 (198 nm) -9110 (203 nm)

-2600 (222 nm)

Figure 2. Time-dependent uptake of porphyrin conjugates 2 (dotted
line), 3 (dash line), 4 (dot-dash line), and 5 (full line) at 10 µM by
HEp2 cells.
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PEG-free porphyrin precursor were not investigated due to its
poor solubility in water. The cellular uptake of conjugates 2-5
was 3-8 times higher than that of porphyrin 1 at all time points
studied and depends on the nature and sequence of the amino
acid residues in the peptide chain and on the overall hydrophobic
character of the conjugate. Interestingly, the uptake of the
conjugates decreased with increasing hydrophobic character (as
determined based on HPLC retention times); the most hydro-
phobic conjugate 3 accumulated the least within cells at all time
points studied, whereas the least hydrophobic conjugate 5
accumulated the most. After 24 h, the amount of conjugates 2,
4, and 5 found within cells was similar and about 3 times higher
than that of conjugate 3. It is worth noting that the conjugates
containing the HIV-1 Tat 48–60 (rather than the HIV-1 gp41
or penetratin) and NLS-CPP rather than CPP-NLS sequences
(i.e., 5 and 2) accumulated the most within HEp2 cells. Our
results are in agreement with previous studies showing that the
nature and sequence of the cationic amino acid residues in the
peptide chain is crucial for efficient translocation across cellular
membranes. Cationic peptides bearing multiple arginine residues
tend to accumulate to a greater extent than peptides based on
lysine residues. It has been postulated that positively charged
guanidinium groups from the arginine residues play an important
role in facilitating cellular uptake, probably by forming bidentate
hydrogen bonds with membrane-containing phosphate groups.19

3.2. Cytotoxicity. The dark cytotoxicity and phototoxicity
of the new porphyrin conjugates were evaluated in human HEp2
cells exposed to increasing concentrations of each conjugate
for 24 h, as shown in Figures 3 and 4, respectively. Conjugate
3 accumulated the least within cells and shows no toxicity at
concentrations up to 100 µM in the dark and no phototoxicity
upon exposure to low light dose (1 J/cm2) up to 10 µM
concentrations. On the other hand, conjugates 2, 4, and 5 were
found to be moderately toxic in the dark, with IC50 values of

34, 53, and 27 µM, respectively. Upon exposure to a low light
dose (1 J/cm2), conjugates 2, 4, and 5 showed IC50 values of
7.5, 9.3, and 6.9 µM, respectively. The phototoxicity order
followed that of cellular uptake, i.e. 5 > 2 > 4 > 3. Conjugates
5 and 2 bearing a NLS (nucleoplasmin or SV40, respectively)
followed by the HIV-1 Tat 48–60 peptide sequences ac-
cumulated the most within cells and were the most phototoxic.
Of the two porphyrin-CPP-NLS (SV40) conjugates 3 and 4,
that containing penetratin (i.e., 4) was significantly more
cytotoxic than that bearing the CPP derived from HIV-1 gp41
(i.e., 3). Our results show, as previously observed,4 that the
amount of sensitizer accumulated within cells, as well and its
subcellular distribution (vide infra) determine its phototoxicity
and therefore its biological efficacy.

3.3. Intracellular Localization. The preferential sites of
subcellular localization of conjugates 2-5 in HEp2 cells at a
concentration of 10 µM were investigated using fluorescence
microscopy. Figure 5 shows the fluorescence pattern observed
for conjugate 2 and its overlay with the organelle specific
fluorescent probes LysoSensor Green (lysosomes), Mitotracker

Figure 3. Dark toxicity of porphyrin conjugates 2 (dotted line), 3 (dash
line), 4 (dot-dash line), and 5 (full line) toward HEp2 cells using the
Cell Titer Blue assay.

Figure 4. Phototoxicity of porphyrin conjugates 2 (dot line, squares),
3 (dash line, triangles), 4 (dot-dash line, inverted triangles), and 5 (full
line, diamonds) toward HEp2 cells using 1 J/cm2 dose light.

Figure 5. Subcellular localization of conjugate 2 in HEp2 cells at 10
µM for 18 h: (a) phase contrast, (b) overlay of 2 fluorescence and phase
contrast, (c) BODIPY Ceramide, fluorescence, (e) LysoSensor Green
fluorescence, (g) MitoTracker Green fluorescence, (i) DiOC6 (d), (f),
(h), and (j) overlays of organelle tracers with 2 fluorescence. Scale
bar: 10 µm.
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Green (mitochondria), DiOC6 (ER), and BODIPY FL C5-
ceramide (Golgi complex). Similar images were obtained for
conjugates 3-5 (see the Supporting Information, Figures
S1-S3). We observed that conjugates 3 and 4 collected in large
vesicles, and in addition, some conjugate 4 was also found in
the lysosomes. The preferential sites of intracellular localization
of conjugate 5 are the cell lysosomes. Conjugate 2 was mainly
found in the lysosomes and the ER. These results suggest that
the sites of subcellular localization of porphyrin-peptide
conjugates are determined by their overall charge and cellular
uptake mechanism. Although conjugates 2-5 all contain a NLS
sequence, either the SV40 or the nucleoplasmin sequences, the
cell nucleus is not their main localization site; it is possible,
however, that in the case of 2 and 5 bearing the highly cationic
HIV-1 Tat sequence, a small amount of conjugate localizes near
or within the nucleus, thus explaining their higher phototoxicity
in comparison with 3 and 4. It has been reported that the
conjugate of the cationic porphyrin tris-MePy-TPP-I to the
amphiphatic peptide MGLGLHLLVLAAALQGAWSQAKK-
KRKVC via a cysteamide bond is delivered into the nuclei of
fibroblasts HS68 and lymphocytic leukemia L1210 cells.24

Therefore, we also investigated the subcellular distribution of
conjugates 2–5 in fibroblasts cell line V79, but results similar
to those described above including no nuclear localization were
observed (results not shown). Our results and previous studies21,30

indicate that the intracellular localization of porphyrin-peptide
conjugates depends on the nature and sequence of amino acids
on the peptide sequence and the overall charge of the conjugate;
thus, conjugates bearing short sequences containing one to four
cationic amino acids tend to localize preferentially in the
lysosomes,30 whereas those bearing arginine-rich peptides such
as the HIV-1 Tat 48–60 or octaarginine localize preferentially
in the ER.21 Both the lysosomes and ER are important targets
for the PDT-induced initiation of apoptosis.40,41

4. Metabolic Stability. The biological efficacy of porphyrin
sensitizers depends on their specific delivery into tumor cells
and into sensitive organelles.4 We have previously observed21

that porphyrin-peptide conjugates containing a CPP sequence
show enhanced cellular uptake whereas those containing a NLS
(e.g., SV40) show enhanced phototoxicity. However the biologi-
cal efficacy of peptide conjugates depends on their stability
under physiological conditions, i.e., their ability to maintain their
chemical integrity until the targeted tumor cells and organelles
are reached.42 Therefore we investigated the stability of por-
phyrin-peptide conjugates 2-5 under both enzymatic and non-
enzymatic conditions, using MALDI-TOF mass spectrometry
and HPLC. The results obtained are shown in Figure 6 and in

the Supporting Information, Figures S4-S7 and Tables S1 and
S2.

The chemical (nonenzymatic) hydrolysis of porphyrin-peptide
conjugates was investigated at the pH values 7.4 and 5.0, since
there is a decrease in pH as the molecules cross the plasma
membrane of tumor cells into the endosomes and lysosomes
(pH 6.5–4.0). Nonenzymatic peptide hydrolysis is a slow process
that can be catalyzed by acids, bases, and metal complexes;
depending on the conditions, hydrolysis of peptide substrates
with a half-time of approximately 2 days up to 7 years have
been reported.43,44 Upon incubation of conjugates 2-5 for 24 h
at 37 °C, at pH 7.4 and 5.0, we observed no degradation by
MALDI-TOF mass spectra, as shown in Figure S4 of the
Supporting Information for conjugate 5. At both pH values a
major peak at m/z 4812 corresponding to protonated conjugate
5 (M + H+) was observed, along with a minor peak at m/z
2407 at pH 5.0 due to the (M + 2H+) ion. These results clearly
indicate that the porphyrin-peptide conjugates are chemically
stable under the conditions tested, since no degradation or
hydrolysis products were observed by mass spectrometry.

The enzymatic stability of the porphyrin-peptide conjugates
2-5 was evaluated using enzymes cathepsin B, cathepsin D,
prolidase, and plasmin, all known to be overexpressed in cancer
cells.45–48 While cathepsin enzymes are active at pH 5–6,
prolidase and plasmin are active at pH 7–8. The lysosomal
endoproteinase cathepsin D normally shows specificity toward
bonds between hydrophobic amino acids, and although it is
relatively inactive toward low molecular weight substrates,
certain short peptides containing five or more residues, e.g.,
GFLGF, are cleaved by this enzyme. Cathepsin B is involved
in the intracellular digestion of extracellular proteins taken up
by endocytosis, and many proteins are known to be degraded
by this enzyme. The optimum pH for cleavage of low molecular
weight peptide substrates by this enzyme is about 6.0.45

Prolidase is a widely occurring mammalian dipeptidase that
normally splits aminoacylprolines into the constituent amino
acids. Apparently, this enzyme is unique because many other
catabolic enzymes are unable to cleave the RCO-proline tertiary
carboxamide linkage. Small noncharged amino acids such as
glycine or leucine are preferred by this enzyme.46,47 Plasmin is
a serine protease that is a primary constituent of the proteolytic
cascade. It plays a vital role in the breakdown of the basement
membrane and facilitates angiogenesis and the migration of
cancer cells. The proteolytically active form of plasmin is
localized at the tumor level since it is formed from its inactive
proenzyme form plasminogen by urokinase-type plasminogen
activator, produced by cancer and/or stroma cells. Peptide
sequences DAFK and DVLK have been identified as substrates
for this enzyme.48 The porphyrin-peptide conjugates 2-5 were
incubated at 37 °C for 24 h with each of these enzymes in their
activated form and corresponding optimum pH. At the end of
this period, the enzymatic activity was quenched and the reaction
mixtures were analyzed by HPLC and MALDI-TOF mass
spectrometry.49 In all cases, the peptide sequences of conjugates
2-5 were hydrolyzed to some extent (see Figure S5 of the
Supporting Information). Several reaction products containing
the porphyrin macrocycle were identified (see Tables S1 and
S2 with possible hydrolysis products in the Supporting Informa-
tion). Cathepsin B hydrolyzed the peptide group of conjugates
2-5 to a higher extent than cathepsin D, plasmin, and prolidase.
The hydrolysis of the peptide groups was dependent on their
sequences, and no specific pattern was observed, possibly as a
result of the large active site in these enzymes. It has been
determined that the reactivity of a certain bond in a protein or

Figure 6. HPLC trace of HEp2 cellular extract of conjugate 5 after
24 h (full line) and HPLC trace for a control mixture of conjugate 5
(a), tr ) 9.21 min and porphyrin 1 (b), tr ) 13.04 min (dotted line).
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peptide depends not only on the two residues forming the bond
but also on the residues in its neighborhood that occupy adjacent
subsites. Our results indicate that the integrity of the peptide
chains in the porphyrin-peptide conjugates may be compro-
mised in the presence of proteolytic enzymes, since the
conjugates are suitable substrates for these enzymes.

To further corroborate the metabolic stability of conjugates
2-5 toward enzymatic hydrolysis, and since the kind and
concentration of proteolytic enzymes is determined by the type
of cancer cell, we conducted time-dependent experiments using
human HEp2 cells, mass spectrometry and HPLC. Figure S6
of the Supporting Information shows the results obtained with
conjugate 5 upon examination of the cellular extracts using
MALDI-TOF mass spectrometry. At all times investigated (up
to 24 h), a peak corresponding to intact conjugate was seen by
mass spectrometry. In addition, after 1 h, the mass spectrum of
the cellular extract of HEp2 cells treated with conjugate 5
displays minor peaks at m/z 1359 and 4189. After 2 h, a main
peak at m/z 1518 and minor peaks at m/z 1066, 1194, and 1692
were observed, corresponding to porphyrin-PEG-KRPA,
porphyrin-PEG, porphyrin-PEG-K, and porphyrin-PEG-
KRPAAT, respectively. The same pattern was observed after
4, 8, and 24 h; however, the intensity of the peaks at m/z 1066,
1194, and 1692 slightly increased over time. None of these peaks
were present in the mass spectrum of an extract obtained from
a solution of the conjugate in cell culture medium containing
no cells. The reversed-phase HPLC of the cellular extract after
24 h shows the presence of conjugate 5 (tR ) 9.21 min, ca.
50%) and degradation products, including PEG-porphyrin 1
(tR ) 13.04 min), as shown in Figure 6. All the degradation
products present in the 24 h cellular extract contain the porphyrin
macrocycle since the UV–vis spectra of each individual peak
exhibited the characteristic Soret band with a maximum at
421–431 nm (see Figure S7 of the Supporting Information). Our
results indicate that the peptide chains of porphyrin-peptide
conjugates are subject to some metabolic degradation within
HEp2 cells under the conditions investigated, by proteolytic
enzymes present in this cell line. As a consequence, we
anticipate that the biological efficacy of porphyrin-peptide
conjugates containing organelle-specific sequences will depend
on the nature and extent of the enzymatic hydrolysis of their
signaling sequences within tumor cells. These results are in
agreement with the intracellular localization patterns observed
for conjugates 2–5 (vide supra) since no nuclear localization
was observed for any of the NLS-containing conjugates. It is
possible that porphyrin-peptide conjugates 2-5 are internalized
via an endocytotic mechanism prior to their cleavage, which is
consistent with their enhanced cellular uptake compared with
unconjugated porphyrin-PEG 1, and their preferential localiza-
tion within endosomes and lysosomes. Once inside the cells, it
is possible that the conjugates remain trapped in the endosomes
and lysosomes and their peptide sequences are degraded to some
extent by proteolytic enzymes present in these organelles. As a
result, metabolic products of lower molecular weight are formed
which can either remain trapped or be released from these
compartments. These observations are consistent with our
previous results that show that porphyrin-peptide conjugates
are found mainly in the lysosomes21,30,50 and that PEG-porphyrin
1, m/z 1066, one of the metabolic products identified in this
experiment, is mainly found in the ER.39

Experimental Section

Chemistry. Unless otherwise indicated, all commercially avail-
able starting materials were used directly without further purifica-
tion. NMR spectra (see the Supporting Information) were obtained

on either a Varian INOVA-500 or a Varian VS-700 instrument.
Chemical shifts (δ) are given in ppm relative to TMS. Electronic
absorption spectra were measured on a Perkin-Elmer Lambda 35
UV–vis spectrophotometer. Mass spectra were obtained on a Bruker
ProFLEX III MALDI-TOF mass spectrometer with a MALDI
ionization source using CCA as the matrix. HPLC separation and
analysis were performed on a Dionex system including a P680 pump
and UVD340U detector. Semipreparative HPLC was carried out
using a Luna C18 100 Å, 5 µm, 10 × 250 mm (Phenomenex,
Torrance, CA) column and a stepwise gradient; analytical HPLC
was carried out using a Delta Pak C18 300 Å, 5 µm, 3.9 × 150 mm
(Waters, Milford, MA) column and a stepwise gradient.

Peptide Synthesis. The peptide sequences were prepared on an
automated peptide synthesizer (Applied Biosystems Pioneer, Peptide
Synthesis System, Foster City, CA) on a 0.2 mmol scale, using the
Fmoc strategy of solid-phase peptide synthesis. A 4-fold excess of
the Fmoc-protected amino acids were coupled to the PAL-PEG-
PS resin using PyBOP as the activating agent. The peptide
sequences prepared using this methodology were as follows:
RQIKIWFQNRRMKWKKAPPKKKRKVG, KRPAATKKAG-
QAKKKLEDPRKKRRQRRRPPQG, MGLGLHLLVLAAALQ-
GAWSQAPPKKKRKVG, and APPKKKRKVEDPRKKRRQR-
RRPPQG. After the final coupling and the successive removal of
the Fmoc group, the resin was washed with DMF and isopropyl
alcohol and then dried under vacuum. The dried resins containing
the protected amino acid sequences were used in the coupling
reaction to the porphyrin derivatives.

1. Syntheses of Porphyrin-Peptide Conjugates (General
Procedure). Peptidyl resin (0.025 mmol) was introduced into a
glass synthesizer, swelled in DMF for 1 h, and then washed with
DMF (2 × 5 mL). To the peptidyl resin was added 500 µL of a
solution containing 0.05 mmol of porphyrin 1, 0.150 mmol of
DIEA, 0.05 mmol of HOBt, and 0.05 mmol of TBTU. The reaction
mixture was shaken overnight at room temperature and then filtered
to give a dark purple resin. The resin was washed to remove
unreacted porphyrin, first with DMF until the filtrate was colorless
and then with dichloromethane and methanol, before being dried
under vacuum. Cleavage and deprotection was carried out by
treatment of the dried resin with 3 mL of a mixture of TFA/phenol/
TIS/H2O, 88/5/2/5, at room temperature for 4 h. The resin was
filtered and washed with TFA (3 × 2 mL), and the filtrates were
combined and evaporated under vacuum to give a green residue.
Addition of cold Et2O yielded a green precipitate, which was
washed repeatedly with Et2O and dried under vacuum. The
purification of the porphyrin conjugates was achieved by reversed-
phase HPLC on a Luna C18 semipreparative column (10 × 250
mm, 5 µm) (Phenomenex, Torrance, CA) using a solvent system
of water/acetonitrile both containing 0.1% TFA, with a stepwise
gradient from 20 to 95%. The fraction containing the conjugate
was collected and lyophilized to yield pure conjugate. The purity
of the peptides was >95% as obtained by HPLC on an analytical
Delta Pak C18 (3.9 × 150 mm, 5 µm) column.

Pegylated Porphyrin 1. This porphyrin was synthesized as we
have previously reported.21

Porphyrin-Peptide Conjugate 2: yield 72%; HPLC tR ) 10.21
min; UV–vis (MeOH) λmax (ε/M-1 cm-1) 415 (277000), 512
(15200), 547 (9100), 588 (6800), 645 (7700); LRMS (MALDI)
m/z 4192.312 (M + H+), calcd for C196H302N62O42 4196.340.

Porphyrin-Peptide Conjugate 3: yield 18%; HPLC tR ) 21.76
min; UV–vis (MeOH) λmax (ε/M-1 cm-1) 414 (301000), 513
(16000), 547 (10000), 588 (7600), 645 (6600); LRMS (MALDI)
m/z 4189.436 (M + H+), calcd for C206H305N49O43S 4188.050.

Porphyrin-Peptide Conjugate 4: yield 30%; HPLC tR ) 17.03
min; UV–vis (MeOH) λmax (ε/M-1 cm-1) 414 (313900), 512
(16200), 547 (10000), 589 (7600), 645 (6400); LRMS (MALDI)
m/z 4437.457 (M + H+), calcd for C218H323N59O40S 4439.470.

Porphyrin-Peptide Conjugate 5: yield 52%; HPLC tR ) 8.85
min; UV–vis (MeOH) λmax (ε/M-1 cm-1) 414 (298400), 512
(15200), 547 (9300), 589 (7000), 645 (5800); LRMS (MALDI)
m/z 4812.311 (M + H+), calcd for C222H353N71O50 4813.726.
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2. CD Studies. The CD measurements were carried out on a
AVIV 620S circular dicroism spectrometer using 1 mm path length
quartz cells. Porphyrin-peptide conjugate solutions (20 µM) were
prepared in water/TFE 9/1, pH 7.00, 50 mM NaH2PO4 pH 5.00,
and 100 mM SDS/H2O, pH 3.70. All spectra correspond to an
average of three separate experiments and were corrected by the
baseline obtained for porphyrin-peptide conjugate-free solutions.

3. Cell Culture. All tissue culture media and reagents were
obtained from Invitrogen. Human HEp2 cells were obtained from
ATCC and maintained in a 50:50 mixture of DMEM/Advanced
MEM containing 5% FBS. The cells were subcultured biweekly to
maintain subconfluent stocks.

3.1. Time-Dependent Cellular Uptake. HEp2 cells were plated
at 10000 per well in a Costar 96 well plate and allowed to grow
for 36 h. Conjugate stocks were prepared in water at a concentration
of 10 mM and then diluted into medium to final working
concentrations. The cells were exposed to 10 µM of each conjugate
for 0, 1, 2, 4, 8, and 24 h. At the end of the incubation time, the
loading medium was removed and the cells were washed with 200
µL of PBS. The cells were solubilized upon addition of 100 µL of
0.25% Triton X-100 (Calbiochem, San Diego, CA) in PBS. To
determine the conjugate concentration, fluorescence emission was
read at 440/650 nm (excitation/emission) using a BMG FLUOstar
plate reader. The cell numbers were quantified using the CyQuant
reagent (Molecular Probes, Carlsbad, CA).

3.2. Dark Cytotoxicity. The HEp2 cells were plated as de-
scribed above and allowed 36–48 h to attach. The cells were
exposed to increasing concentrations of conjugate up to 100 µM
and incubated overnight. The loading medium was then removed
and the cells fed with medium containing Cell Titer Blue (Promega,
Madison, WI) as per the manufacturer’s instructions. Cell viability
was then measured by reading the fluorescence at 520/584nm using
a BMG FLUOstar plate reader. The signal was normalized to 100%
viable (untreated) cells and 0% viable (treated with 0.2% saponin
from Sigma) cells.

3.3. Phototoxicity. The HEp2 cells were prepared as described
above for the dark cytotoxicity assay and treated with conjugate
concentrations of 0, 0.625, 1.25, 2.5, 5, and 10 µM. After compound
loading, the medium was removed and replaced with medium
containing 50 mM HEPES pH 7.4. The cells were then placed on
ice and exposed to light from a 100 W halogen lamp filtered through
a 610 nm long pass filter (Chroma) for 20 min. An inverted plate
lid filled with water to a depth of 5 mm acted as an IR filter. The
total light dose was approximately 1 J/cm2. The cells were returned
to the incubator overnight and assayed for viability as described
above for the dark cytotoxicity experiment.

3.4. Intracellular Localization. The HEp2 cells were plated
on LabTek 2 chamber coverslips and incubated overnight, before
being exposed to 10 µM of conjugate for 18 h. For the colocalization
experiments the cells were incubated for 18 h concurrently with
conjugate and one of the following organelle tracers, for 30 min:
MitoTracker Green (mitochondria) 250 nM, LysoSensor Green
(lysosomes), 50 nM, DiOC6 (ER) 5 µg/mL, BODIPY FL C5-
ceramide at 50 nM (Golgi network). The slides were washed three
times with growth medium and new medium containing 50 mM
HEPES pH 7.4 was added. Fluorescent microscopy was performed
using a Zeiss Axiovert 200 M inverted fluorescent microscope fitted
with standard FITC and Texas Red filter sets (Chroma). The images
were aquired with a Zeiss Axiocam MRM CCD camera fitted to
the microscope.

4. Hydrolysis Studies. Cathepsin B EC 3.4.22.1, cathepsin D,
EC 3.4.23.5, prolidase EC 232.791.5, and plasmin EC 3.4.21.7 were
obtained from Sigma-Aldrich as lyophilized powders.

4.2. Nonenzymatic Hydrolysis. Stability at pH 7.4: 100 µM
solution of each conjugate in 50 mM PBS pH 7.4 was incubated
for 24 h at 37 °C. Stability at pH 5.0: 100 µM solution of each
conjugate in 50 mM acetate buffer pH 5.0 was incubated for 24 h
at 37 °C. The hydrolysis products were identified by MALDI-TOF
mass spectroscopy using CCA as the matrix.

4.2. Enzymatic Hydrolysis. Cathepsin B EC 3.4.22.1 from
bovine spleen (10 units) was dissolved in 1 mL of 50 mM NaOAc,
1 mM EDTA buffer pH 5.4. To 100 µL of cathepsin B solution
were added 5 µL of 1 M DTT and 10 µL of 1 mM conjugate
solution. The mixture was incubated at 37 °C for 24 h. Enzymatic
activity was stopped by the addition of 50 µL of 50 mM phosphate
buffer pH 8.5. Cathepsin D, EC 3.4.23.5 from bovine spleen (5
units) was dissolved in 500 µL of distilled water. To 50 µL of
cathepsin D solution were added 15 µL of water, 10 µL of 1 N
formate buffer pH 3.8, and 10 µL of 1 mM conjugate solution.
The mixture was incubated at 37 °C for 24 h. Enzymatic activity
was stopped by the addition of 100 µL of 50 mM phosphate buffer
pH 8.5. Prolidase EC 232.791.5 was prepared to a working solution
of 1 unit/100 µL in 50 mM Tris-HCl buffer pH 7.4 containing 10
mM MnCl2. To 50 µL of the prolidase working solution was added
5 µL of 1 mM conjugate solution. The mixture was incubated at
37 °C for 24 h. Enzymatic activity was stopped by the addition of
20 µL of TFA. Plasmin EC 3.4.21.7 was prepared to a working
solution of 1 unit/100 µL in 100 mM Tris-HCl buffer pH 7.4. To
a 50 µL of the plasmin working solution was added 5 µL of 1 mM
conjugate solution. The mixture was incubated at 37 °C for 24 h.
Enzymatic activity was stopped by the addition of 20 µL of TFA.
The hydrolysis products were identified by MALDI-TOF mass
spectroscopy using CCA as the matrix.

4.3. Time-Dependent Conjugate Hydrolysis in Cell
Culture. HEp2 cells were plated at 60000 per well in a B & D 24
well plate and allowed to grow for 36 h. Conjugate 5 stock solution
was prepared in water at a concentration of 10 mM and then diluted
into medium to final working concentrations. The cells were
exposed to 10 µM of conjugate 5 for 1, 2, 4, 8, and 24 h. At the
end of the incubation period, the loading medium was removed
and the cells were washed with PBS (5 × 1 mL). MeOH/H2O 1:1
(500 µL) containing 0.1% TFA was added to each well. From each
well, the cells were scraped with the aid of a cell scraper and the
resulting suspension transferred to a centrifuge tube. The suspension
was centrifuged, and the cell pellet was washed with MeOH/H2O
1:1 containing 0.1% TFA (5 × 300 µL) until the supernatant was
colorless. Washings for each time were pooled and concentrated
by lyophilization. The green solid residue was redissolved in 50
µL of acetonitrile/H2O 1:1 containing 0.1% TFA and analyzed by
HPLC and MALDI-TOF mass spectroscopy.

Conclusions

We have synthesized a series of four new porphyrin-peptide
conjugates bearing a linear bifunctional peptide containing both
CPP and NLS sequences. Our results show that the cellular
uptake and cytotoxicity of these conjugates in human carcinoma
HEp2 cells depends on the nature and sequence of the amino
acid residues and the hydrophobic character of the conjugate;
the least hydrophobic conjugates 2 and 5 bearing a NLS (SV40
or nucleoplasmin, respectively) and the CPP HIV-1 Tat 48–60
accumulated the most within HEp2 cells and were the most
phototoxic. All conjugates are highly stable in the absence of
proteolytic enzymes, but their peptide chains are cleaved to some
extent in multiple places (no specific pattern was observed) by
enzymes within tumor cells, including cathepsin B, cathepsin
D, prolidase, and plasmin. It is concluded that porphyrin-peptide
conjugates bearing a CPP sequence with multiple arginine
residues (e.g., the HIV-1 Tat 48–60) are efficiently taken up by
HEp2 cells, possibly via an endocytotic mechanism, and remain
trapped in the cell endosomes and lysosomes, where some
degradation of the peptide chain occurs. As a consequence, the
preferential sites of subcellular localization of the porphyrin-
peptide conjugates are the endosomes, lysosomes, and the ER,
the latter probably targeted by porphyrin-PEG-containing
fragment(s).
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