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Abstract

The total syntheses of four PEG-functionalized porphyrins, containing one to four low molecular weight PEG chains linked via amide
bonds to the para-phenyl positions of meso-tetraphenylporphyrin, are reported. The hydrophobic character of the PEG-porphyrins
decreases with the number of PEG chains linked to the porphyrin ring, while their tendency for aggregation in buffered aqueous solution
increases. The porphyrins containing one or two PEG chains accumulated within human HEp2 cells to a much higher extent than those
having three or four PEGs at the macrocycle periphery. All PEG-porphyrins were found to be non-toxic in the dark, and only those
containing one or two PEG chains were phototoxic (IC50 = 2 lM at 1 J/cm2 light dose). The preferential sites of subcellular localization
of the porphyrins containing one or two PEG chains were found to be the mitochondria and endoplasmic reticulum (ER), while those
containing three or four PEG chains localize preferentially in the lysosomes.
� 2006 Elsevier B.V. All rights reserved.
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1. Introduction

Photodynamic therapy (PDT) is a binary modality for
cancer treatment that uses light to activate a tumor-local-
ized photosensitizer, selectively destroying tumor tissue
via the in situ generation of highly cytotoxic reactive oxy-
gen species (e.g. 1O2) [1,2]. This technique has advantages
over other cancer treatment modalities, such as surgery,
radio- and chemo-therapy, because it has the potential to
selectively target malignant vs. normal cells. Therefore,
the biological efficacy of the PDT treatment strongly
depends on the specific delivery of a photosensitizer to
tumor tissue in order to avoid undesirable normal tissue
damage, such as skin photosensitivity. Most of the cur-
rently available photosensitizers are highly hydrophobic
compounds, often with long retention times (i.e. weeks)
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in tissues and difficult to formulate [3,4]. Recently, several
strategies have been developed to improve the solubility
and tumor-specificity of PDT photosensitizers, including
their conjugation to carrier proteins [5–7], oligonucleotides
[8,9], monoclonal antibodies [10–12], epidermal growth fac-
tors [13,14], carbohydrates [15,16], and hydrophilic poly-
mers [17–19]. The use of polyethylene glycol (PEG) as
a carrier or covalently attached to drugs is another
commonly used strategy for drug delivery to target sites
[20–22]. The pegylation of porphyrin-based photosensitiz-
ers has been used to improve their serum life, to reduce
their uptake by the reticuloendothelial system, and to
increase their tumor accumulation and water-solubility
[23]. Several in vitro and in vivo studies have been reported
on the PEG conjugates of chlorin e6 [23], meta-tetrahydr-
oxyphenylchlorin (mTHPC) [24–29], protoporphyrin IX
[30,31], hematoporphyrin IX [32–34], and benzoporphyrins
[35–37]. In general, covalently linked PEG-photosensitizers
have shown increased tumor selectivity, in both in vitro and
in vivo studies. However, the phototoxic effect of the
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PEG-functionalized photosensitizers depends significantly
on the length of the PEG chain, the nature of the linkage
between the PEG and the photosensitizer, and on the
overall molecular charge and its aggregation behavior.
Most studies reported to date involve high molecular
weight PEGs (2000–10,000 amu), and as a result mixtures
of high molecular weight PEG-photosensitizer conjugates
were obtained due to the polydispersity of the PEGs
(Mw/Mn 1.01 for PEGs < 5 kDa and 1.1 for PEGs >
50 kDa). Furthermore, because of the flexibility of the
PEG chain and its association with water molecules
(approximately 2–3 water molecules per ethylene oxide
unit), the PEG-photosensitizers often behave as molecules
of very high molecular weight and large size, about 5–10
times larger than, for example, a protein of similar molec-
ular mass [21]. We have recently used a low molecular PEG
linker in the preparation of a series of porphyrin-peptide
conjugates [38]. In our continuing studies of structure/
activity relationships and the biological efficacy of porphy-
rin-based photosensitizers, we now report the syntheses of
a series of PEG-functionalized photosensitizers, containing
one to four low molecular weight PEG chains covalently
linked to the porphyrin macrocycle, and the evaluation of
their in vitro biological properties using human HEp2 cells.
Our studies show that low molecular weight PEG-function-
alized porphyrins can be efficiently synthesized and that
their biological efficacy depends on the number of PEG
chains linked to the porphyrin periphery.

2. Experimental

All commercially available starting materials were used
directly without further purification, unless otherwise indi-
cated. All reactions were monitored by TLC using Sorbent
Technologies 0.25 mm silica gel plates with UV indicator
(60F-254), fractions being visualized by staining with iodine.
Silica gel Sorbent Technologies 32–63 lm was used for flash
column chromatography. 1H NMR spectra were obtained
on either a DPX-250 or a ARX-300 Bruker spectrometer.
Chemical shifts (d) are given in parts per million relative to
CDCl3 (7.26 ppm, 1H) unless otherwise indicted. Electronic
absorption spectra were measured on a Perkin Elmer
Lambda 35 UV–Vis spectrophotometer and fluorescence
spectra were measured on a Perkin Elmer LS55 spectrome-
ter. Mass spectra were obtained on an Applied Biosystems
QSTAR XL, a hybrid QqTOF mass spectrometer with a
MALDI ionization source using CCA as the matrix. HPLC
analysis was carried out on a Dionex system including a P680
pump and a UVD340U, detector. Analytical HPLC was
carried out using a Delta Pak C18 300 Å, 5 lm, 3.9 ·
150 mm (Waters, USA) column and a stepwise gradient 5–
95% Buffer B. Buffer A (5% acetonitrile, 0.1% TFA, H2O),
buffer B (5% H2O, 0.1%TFA, acetonitrile). 5,10,15,20-
Tetra(4-aminophenyl)porphyrin was purchased from TCI.
The 5-(4-aminophenyl)-10,15,20-triphenylporphyrin, 5,10-
di(4-aminophenyl)-15,20-diphenylporphyrin and 5,10,15-
tri(4-aminophenyl)-20-phenylporphyrin were synthesized
by nitration of 5,10,15,20-tetraphenylporphyrin (TPP) using
NaNO2/TFA followed by reduction with SnCl2/HCl, as pre-
viously described [38].

For the cell culture experiments, 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 sub-cultured biweekly to maintain sub-
confluent stocks.

2.1. 5-[4-(N-Glycolic acid-amino)phenyl]-10,15,20-

triphenylporphyrin (2)

To a solution of 5-(4-aminophenyl)-10,15,20-tri-
phenylporphyrin (0.317 mmol) in DMF (1 mL) was added
diglycolic anhydride (0.476 mmol) and the final solution
was stirred at room temperature overnight. The reaction
mixture was diluted with 10 mL of CHCl3, followed by
addition of hexanes until precipitation occurred. The pre-
cipitate was filtered and washed with water to remove
residual anhydride, and then dried under vacuum to yield
0.237 g (100%) of porphyrin 2. UV–Vis (CHCl3) kmax (e/
M�1 cm�1) 414 (406,000), 512 (16,900), 547 (9000), 589
(5400), 645 (4100). 1H NMR (DMSO-d6, 300 MHz): d
10.39 (1H, s), 8.82–8.90 (8H, m), 8.10–8.31 (10H, m),
7.82–7.84 (9, m), 4.36 (2H, s), 4.34 (2H, s), �2.91 (2H, s).
HRMS (MALDI) m/z 746.2799 (M+H+), calculated for
C48H35N5O4 746.2689.

2.2. 5,10-Di[4-(N-glycolic acid-amino)phenyl]-15,20-
diphenylporphyrin (3)

The title porphyrin was synthesized as described above
for porphyrin 2, using 5,10-di(4-aminophenyl)-15,20-diph-
enylporphyrin (0.031 mmol) and glycolic anhydride
(0.093 mmol) in 1 mL of DMF. Porphyrin 3 was obtained
in 99% yield (0.027 g). UV–Vis (MeOH) kmax (e/M�1 cm�1)
421 (381,400), 517 (26,400), 553 (16,500), 591 (10,000), 648
(8600). 1H NMR (acetone-d6, 300 MHz): d 9.98 (2H, s),
8.92 (4H, s), 8.84 (4H, s), 8.19 (12H, s), 7.82 (6H, s), 4.48
(4H, s), 4.42 (4H, s), �2.81 (2H, s). HRMS (MALDI)
m/z 877.3001 (M+H+), calculated for C52H40N6O8

877.2908.

2.3. 5,10,15-Tri[4-(N-glycolic acid-amino)phenyl]-20-

phenylporphyrin (4)

The title porphyrin was synthesized as described above
for porphyrin 2, using 5,10,15-tri(4-aminophenyl)-20-phen-
ylporphyrin (0.060 mmol) and glycolic anhydride
(0.363 mmol) in 1 mL of DMF. Porphyrin 4 was obtained
in 93% yield (0.057 g). UV–Vis (MeOH) kmax (e/M�1 cm�1)
417 (409,300), 515 (18,700), 551 (13,600), 590 (8700), 647
(7800). 1H NMR (DMSO-d6, 300 MHz): d 10.37 (3H, s),
8.80–8.87 (8H, m), 8.09–8.22 (12H, m), 7.68 (3H, s),
4.33–4.35 (12H, m), �2.84 (2H, s). LRMS (MALDI) m/z
1008.594 (M+H+), calculated for C56H45N7O12 1008.9962.
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2.4. 5,10,15,20-Tetra[4-(N-glycolic acid-amino)phenyl]-

porphyrin (5)

The title porphyrin was synthesized as described above
for porphyrin 2, using 5,10,15,20-Tetra(4-aminophe-
nyl)porphyrin (0.030 mmol) and glycolic anhydride
(0.240 mmol) in 1 mL of DMF. Porphyrin 5 was obtained
in 95% yield (0.032 g). UV–Vis (MeOH) kmax (e/M�1 cm�1)
418 (407,300), 515 (16,100), 551 (11,500), 591 (5800), 648
(6200). 1H NMR (DMSO-d6, 300 MHz): d 10.35 (4H, s),
8.84–8.87 (6H, m), 8.02–8.12 (12H. m), 4.31–4.33 (16H,
m), �2.92 (2H, s). LRMS (MALDI) m/z 1138.561 (M+),
calculated for C60H50N8O16 1138.3345.

2.5. 5-(4-PEGphenyl)-10,15,20-triphenylporphyrin (6)

To a solution of porphyrin 2 (0.100 g, 0.134 mmol) in
DMF (1 mL) were added Et3N (0.081 g, 0.804 mmol) and
HOBt (0.020 g, 0.134 mmol). After stirring the mixture
for 5 min NH2CH2CH2(OCH2CH2)5OCH2CO2

tBu
(0.053 g, 0.134 mmol) was added followed by EDCI
(0.026 g, 0.134 mmol) and stirring continued for 48 h at
room temperature. The reaction mixture was diluted with
50 mL of ethyl acetate, washed with water (3 · 100 mL),
dried over anhydrous Na2SO4, and the solvent evaporated
under vacuum. The target porphyrin was purified by flash
chromatography on silica gel using ethyl acetate followed
by ethyl acetate:methanol 90:10 for elution. The tert-butyl
ester of porphyrin 6 was obtained in 64% yield (0.193 g).
UV–Vis (CHCl3) kmax (e/M�1 cm�1) 419 (452,700), 516
(17,400), 551 (8800), 590 (5600), 646 (4300). 1H NMR
(CDCl3, 300 MHz): d 8.89–8.95 (5H, m), 8.24–8.26 (6H,
m), 8.15 (2H, d, J = 8.16 Hz), 7.77–7.78 (9H, m), 7.61
(1H, s), 4.42 (2H, s), 4.33 (2H, s), 4.02 (2H, s), 3.66–3.68
(24H, m), 1.48 (9H, s), �2.70 (2H, s). HRMS (MALDI)
m/z (M+H+) 1123.5199, calculated for C66H70N6O11

1122.5103. To a solution of the tert-butyl ester of porphy-
rin 6 in 1 mL of dichloromethane was added 1 mL of TFA
and the final mixture was stirred at room temperature for
4 h. After removal of the solvent under vacuum, the residue
was triturated, washed with diethyl ether and dried under
vacuum to give the title porphyrin 6 in quantitative yield.
HPLC, tr = 17.05 min. UV–Vis (CHCl3) kmax (e/
M�1 cm�1) 421 (354,400), 513 (15,000), 549 (7200), 589
(4500), 645 (3300). 1H NMR (CDCl3, 300 MHz): d 8.72–
8.74 (8H, m), 8.61–8.63 (8H, m), 8.37 (2H, d,
J = 8.28 Hz), 7.98–8.07 (10H, m), 4.48 (2H, s), 4.41 (2H,
s), 4.17 (2H, s), 3.68–3.72 (24H, m), �0.68 (2H, s). HRMS
(MALDI) m/z (M+H+) 1067.4586, calculated for
C62H63N6O11 1067.4554.

2.6. 5,10-Di(4-PEGphenyl)-15,20-diphenylporphyrin (7)

The title porphyrin was synthesized as described above
for porphyrin 6, using porphyrin 3 (0.031 mmol) and
NH2CH2CH2(OCH2CH2)5OCH2CO2

tBu (0.062 mmol).
The tert-butyl ester of porphyrin 7 was obtained in 54%
yield (0.025 g). UV–Vis (CHCl3) kmax (e/M�1 cm�1) 421
(390,800), 517 (15,000), 552 (9200), 591 (5800), 647 (4800).
1H NMR (CDCl3, 300 MHz): d 8.84–8.92 (8H, m), 8.18–
8.26 (8H, m), 8.09–8.13 (4H, m), 7.75–7.77 (8H, m), 7.55
(2H, s), 4.37 (4H, s), 4.30 (4H, s), 3.99 (4H, s), 3.62–3.68
(60H, m), 1.48 (18H, s), �2.76 (2H, s). HRMS (MALDI)
m/z 1631.456 (M+H+), calculated for C88H110N8O22

1631.7735. Deprotection of the tert-butyl group as
described above gave porphyrin 7 in quantitative yield
(0.016 g). HPLC tr = 15.51 min. UV–Vis (CHCl3) kmax (e/
M�1 cm�1) 421 (365,600), 516 (19,200), 553 (14,000), 591
(9500), 648 (9000). 1H NMR (CDCl3, 300 MHz): d 10.06
(2H, s), 8.56–8.59 (16H, m), 8.30–8.40 (4H, m), 7.97–8.01
(8H, m), 7.73 (2H, s), 4.38 (4H, s), 4.30 (4H, s), 4.01 (4H,
s), 3.62–3.68 (60H, m). LRMS (MALDI) m/z 1518.465
(M+), calculated for C80H94N8O22 1518.6483.

2.7. 5,10,15-Tri(4-PEGphenyl)-20-phenylporphyrin (8)

The title porphyrin was synthesized as described above
for porphyrin 6, using porphyrin 4 (0.030 mmol) and
NH2CH2CH2(OCH2CH2)5OCH2CO2

tBu (0.098 mmol).
The tert-butyl ester of porphyrin 8 was obtained in 61%
yield (0.039 g). UV–Vis (CHCl3) kmax (e/M�1 cm�1) 422
(380,200), 517 (15,000), 554 (9700), 591 (5400), 648 (4700).
1H NMR (CDCl3, 300 MHz): d 8.83–8.88 (8H, m), 8.17–
8.22 (8H, m), 8.08–8.11 (4H, m), 7.74–7.76 (2H, m), 7.52–
7.59 (3H, m), 4.37 (6H, s), 4.30 (6H, s), 3.98 (6H, m),
3.59–3.67 (74H, m), 1.47 (27H, s), �2.77 (2 H, s). LRMS
(MALDI) m/z 2137.100 (M+), calculated for
C110H150N10O33 2139.0367. Deprotection of the tert-butyl
group as described above gave porphyrin 8 in quantitative
yield. HPLC tr = 12.62 min. UV–Vis (CHCl3) kmax (e/
M�1 cm�1) 423 (347,600), 517 (18,300), 554 (14,500), 591
(9200), 649 (9200). 1H NMR (CDCl3, 300 MHz): d 10.06
(3H, s) 8.73–8.88 (16H, m), 8.41–8.43 (6H, m), 8.02–8.04
(4H, m), 7.73 (3H, s), 4.42 (6H, s), 4.34 (6H, s), 4.09 (6H,
s), 3.69–3.72 (74H, m). LRMS (MALDI) m/z 1970.286
(M+), calculated for C98H126N10O33 1970.8489.

2.8. 5,10,15,20-Tetra(4-PEGphenyl)porphyrin (9)

The title porphyrin was synthesized as described above
for porphyrin 6, using porphyrin 5 (0.017 mmol) and
NH2CH2CH2(OCH2CH2)5OCH2CO2

tBu (0.105 mmol).
The tert-butyl ester of porphyrin 9 was obtained in 40%
yield (0.018 g). UV–Vis (CHCl3) kmax (e/M�1 cm�1) 423
(394,100), 519 (16,300), 555 (11,800), 592 (6500), 647
(6600). 1H NMR (CDCl3, 300 MHz): d 8.86 (6H, s),
8.16–8.19 (6H, m), 8.07–8.10 (6H, m), 7.46 (4H, s), 4.37
(8H, s), 4.16 (8H, s), 3.98 (8H, s), 3.52–3.67 (100H, m),
�2.77 (2H, s). LRMS (MALDI) m/z 2646.42 (M+H+), cal-
culated for C132H190N12O44 2647.2999. Deprotection of the
tert-butyl group as described above gave porphyrin 9 in
quantitative yield (0.015 g). HPLC tr = 11.20 min. UV–
Vis (CHCl3) kmax (e/M�1 cm�1) 424 (351,100), 518
(18,700), 555 (16,500), 593 (9800), 650 (10,000). 1H NMR
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(CDCl3, 300 MHz): d 10.06 (4H, s), 8.54 (16H, s), 8.35–8.38
(8H, m), 7.77 (4H, s), 4.37 (8H, s), 4.29 (8H, s), 4.14 (8H, s),
3.68–3.57 (100H, m). LRMS (MALDI) m/z 2424.047 (M+),
calculated for C116H158N12O44 2424.5497.

2.9. Time-dependent cellular uptake

HEp2 cells were plated at 10,000 per well in a Costar 96
well plate and allowed to grow 36 h. Porphyrin stock solu-
tions (10 mM) were prepared in DMSO and then diluted
into medium to final working concentrations. The cells
were exposed to 10 lM 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
PBS pH 7.4. The cells were solubilized by addition of
100 lL of 0.25% Triton X-100 (Calbiochem) in PBS. To
determine the conjugate concentration, fluorescence emis-
sion 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).

2.10. Dark cytotoxicity

The HEp2 cells were plated as described above and
allowed 36 h to attach. The cells were exposed to increasing
concentrations of porphyrin up to 250 lM and incubated
overnight. The loading medium was then removed and
the cells washed with growth medium and then fed medium
containing Cell Titer Blue (Promega) as per manufacturer’s
instructions was added and incubated 4 h. Cell viability
was then measured by reading the fluorescence at 520/
584 nm 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.

2.11. Phototoxicity

The HEp2 cells were prepared as described above for the
dark cytotoxicity assay, treated with porphyrin concentra-
tions of 0, 1.25, 2.5, 5, and 10 lM and incubated 24 h. The
medium was removed and the cells washed twice with
growth medium and fed 100 lL of 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 cold water to a depth of
5 mm acted as an IR filter. The total light dose was approx-
imately 1 J/cm2. The cells were returned to the incubator
overnight and assayed for viability as described above for
the dark cytotoxicity experiment.

2.12. Intracellular localization

The HEp2 cells were plated on LabTek 2 chamber
coverslips and incubated overnight, before being exposed
to 10 lM of PEG-porphyrin for 18 h. For the co-localiza-
tion experiments the cells were incubated for 18 h concur-
rently with porphyrin and one of the following organelle
tracers, for 30 min: mitochondria were visualized using
MitoTracker Green FM at 250 nM, lysosomes with Lyso-
Sensor Green DND-189 at 50 nM, and ER with 50 nM
of DiOC6 5 lg/mL. The slides were washed three times
with growth medium and new medium containing
50 mM HEPES pH 7.4 was added. Fluorescence micros-
copy was performed using a Zeiss Axiovert 200 M
inverted fluorescence 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.

3. Results

3.1. Syntheses and structural characterization

The four PEG-functionalized porphyrins 6–9 were
obtained from TPP (1) in just four steps, as shown in
Scheme 1. TPP was regioselectively nitrated at the para-
phenyl positions using NaNO2/TFA, as previously
reported [39]. Reduction of the nitro to amino groups with
SnCl2/HCl gave the mono-, di- and tri-aminoTPP deriva-
tives in 35–53% overall yields. The tetra-aminoTPP was
on the other hand obtained from a commercial source,
since the corresponding tetra-nitroTPP is poorly soluble
in organic solvents and usually isolated in low yields.
The aminoTPP derivatives reacted with glycolic anhydride
in DMF to give the carboxylic acid-functionalized porphy-
rins 2–5 in 93–100% yields. The conjugation of porphyrins
2–5 with hexa-ethylene glycol was achieved upon reaction
with NH2CH2CH2(OCH2CH2)5OCH2COOtBu, which was
prepared as we have previously described [38]. The hydro-
xybenzotriazole esters of porphyrins 2–5 reacted with
NH2CH2CH2(OCH2CH2)5OCH2COOtBu in the presence
of EDCI and Et3N, to give the target porphyrins in 40–
64 % yields. Deprotection using TFA/CHCl3 gave PEG-
functionalized porphyrins 6–9 in quantitative yields. While
the mono- and di-PEG-porphyrins 6 and 7 are highly sol-
uble in organic solvents and poorly soluble in water, the
tri- and tetra-PEG derivatives 8 and 9 show good solubility
in both water and in polar organic solvents, such as chlo-
roform, ethyl acetate, methanol and acetone.

The PEG-functionalized porphyrins 6–9 were structur-
ally characterized using 1H NMR, MS, UV–Vis and fluo-
rescence spectroscopy. In particular the fluorescence
properties of porphyrins are often used to study their
aggregation behavior in solution since porphyrins in their
monomeric form normally show intense fluorescence emis-
sions, which are partially or completely quenched upon
aggregation in solution [40,41]. As shown in Fig. 1a–d,
PEG-functionalized porphyrins 6–9 all exhibited intense
fluorescence emissions between 651 and 656 nm, upon exci-
tation within the Soret band, when dissolved in DMSO.
However, whereas the fluorescence emissions for PEG-por-
phyrins 6 and 7 in 50 mM HEPES buffer (pH 7.4) remained
unchanged (Fig. 1a and b), those for PEG-porphyrins 8



NH

N

N

HN

1

NH

N

N

HN
R2

R1

R3

R4

2: R1, R2, R3 = H; R4 =

3: R1, R2 = H; R3, R4 =

4: R1 = H; R2, R3 , R4 =

5: R1, R2, R3 , R4 =

N
H

O
OH

O O

a, b N
H

O
OH

O O

N
H

O
OH

O O

N
H

O
OH

O O

NH

N

N

HN
R2

R3

R1

R4

c, d

6: R1, R2, R3 = H; R4 =

7: R1, R2 = H; R3, R4 =

8: R1 = H; R2, R3 , R4 =

9: R1, R2, R3 , R4 =

N
H

O
N
H

O O

O
O

OH

5 O

N
H

O
N
H

O O

O
O

OH

5 O

N
H

O
N
H

O O

O
O

OH

5 O

N
H

O
N
H

O O

O
O

OH

5 O

Scheme 1. (a) NaNO2/TFA then SnCl2/HCl, 65 �C (35–53%); (b) glycolic anhydride, DMF, rt, 24 h (93–100%); (c) NH2CH2CH2(OCH2CH2)5OCH2-
COOtBu/HOBt/EDCI/Et3N/DMF, rt, 48 h (40–64% yield); (d) CHCl3/TFA 1:3, rt, 4 h (100%).

Fig. 1. Fluorescence emission spectra for PEG-porphyrins (a) 6, (b) 7, (c) 8 and (d) 9 at 10 lM in DMSO (full line) and in 50 mM HEPES buffer, pH 7.4
(dotted line). Excitation at 440 nm.
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and 9 showed a significant reduction in the fluorescence
intensity, especially for the tetra-PEG-porphyrin 9, along
with broadening and red shift of the fluorescence emission
band (Fig. 1c and d). These results suggest that at the con-
centrations studied the PEG-porphyrins 8 and 9 aggregate
in aqueous solution while porphyrins 6 and 7 do not.



Fig. 3. Dark cytotoxicity of PEG-porphyrins 6 (j, full line), 7 (., dotted
line), 8 (r, dashed line), 9 (m, dot-dash line) toward human HEp2 cells
using the Cell Titer Blue assay.

Fig. 4. Phototoxicity of PEG-porphyrins 6 (j, full line), 7 (., dotted
line), 8 (r, dashed line), 9 (m, dot-dash line) toward human HEp2 cells at
1 J/cm2 light dose.
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3.2. Time-dependent uptake

The time-dependent cellular uptake of PEG-functional-
ized porphyrins 6–9 was evaluated in human HEp2 cells at
a 10 lM porphyrin concentrations, and the results are
shown in Fig. 2. The cellular uptake was dependent on
the number of PEG chains at the porphyrin periphery.
While porphyrins 6 and 7 were the most taken-up by the
HEp2 cells, the more hydrophilic porphyrins 8 and 9 accu-
mulated the least within cells. All conjugates exhibited sim-
ilar uptake kinetics in the first 1–2 h. However, while the
uptake of porphyrins 8 and 9 reached a plateau after 2 h,
that of porphyrins 6 and 7 continuously increased overtime
and after 24 h the amount of porphyrins 6 and 7 found
within cells was 12-fold higher than that of porphyrins 8

and 9. Porphyrin 7, containing two PEG chains on adja-
cent meso-phenyl rings, accumulated the most within
HEp2 cells of all porphyrins studied, while porphyrin 9

with four PEG chains accumulated the least.

3.3. Cytotoxicity

The dark- and photo-toxicity of the PEG-functionalized
porphyrins 6–9 were investigated in human HEp2 cells
exposed to increasing concentrations of each porphyrin
for 24 h. The results are shown in Figs. 3 and 4, respec-
tively. All PEG-porphyrins were found to be non-toxic in
the dark at concentrations up to 250 lM using a Cell Titer
Blue assay. Upon exposure to low light dose (1 J/cm2)
PEG-porphyrins 8 and 9 showed no toxicity at concentra-
tion up to 10 lM, while PEG-porphyrins 6 and 7 were
found to be phototoxic, with determined IC50 values of
2.0 and 1.8 lM, respectively.

3.4. Intracellular localization

The subcellular localization of the PEG-functionalized
porphyrins 6–9 was investigated by fluorescence microscopy,
using human HEp2 cells. Figs. 5–8 show the fluorescent pat-
terns observed for PEG-porphyrins 6–9, respectively, and
Fig. 2. Time-dependent uptake of of PEG-porphyrins 6 (j, full line), 7

(., dotted line), 8 (r, dashed line), 9 (m, dot-dash line) at 10 lM by
human HEp2 cells.
their overlay with the organelle specific fluorescent probes
DiOC6 (ER), LysoSensor Green (lysosomes), and Mitotrac-
ker Green (mitochondria). The preferential sites of subcellu-
lar localization for PEG-porphyrins 6 and 7 were found to be
the ER and the mitochondria, while for 8 and 9 were the cell
lysosomes. Porphyrin 8 was also found in mitochondria.
While PEG-porphyrins 6 and 7 showed an intense fluores-
cence signal for co-localization within the ER and mitochon-
dria, PEG-porphyrins 8 and 9 showed a decreased intensity
signal, probably as a result of their lower cellular uptake (see
Fig. 2).

4. Discussion

4.1. Syntheses

Several methodologies have been used to prepare cova-
lently linked PEG-drugs, bearing either strong or weak
linkages between the PEG and the drug moieties [20–22].
Whereas weak PEG-drug linkages are normally used in
the preparation of controlled-release drug formulations,
strong linkages are preferred for hydrolytically stable con-
jugates. PEG-photosensitizers bearing carbamate, triazine,
and amide bonds have been synthesized and it was



Fig. 5. Subcellular localization of conjugate 6 in HEp2 cells at 10 lM for 18 h: (a) phase contrast, (b) overlay of 6 fluorescence and phase contrast, (c)
DiOC6 fluorescence, (e) LysoSensor Green fluorescence, (g) MitoTracker Green fluorescence, (d), (f), (h) overlays of organelle tracers with 6 fluorescence.
Scale bar: 10 lm.
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reported that while the carbamate-linked sensitizers are
easily hydrolyzed under physiological conditions, the tri-
azine- and amide-linked molecules are significantly more
stable under these conditions [42]. The methodologies nor-
mally used for the synthesis of PEG-sensitizers involve
acylation reactions, Schiff base formation followed by
reduction, or sulfide bond formation [20–22]. Our PEG-
functionalized porphyrins 6–9 were prepared via acylation
reactions, and all contain amide linkages between the PEG
and the porphyrin macrocycle (Scheme 1). In order to
overcome the low nucleophilicity of the aminophenyl-por-
phyrins and the steric effects imposed by the porphyrin



Fig. 6. Subcellular localization of conjugate 7 in HEp2 cells at 10 lM for 18 h: (a) phase contrast, (b) overlay of 7 fluorescence and phase contrast, (c)
DiOC6 fluorescence, (e) LysoSensor Green fluorescence, (g) MitoTracker Green fluorescence, (d), (f) (h) overlays of organelle tracers with 7 fluorescence.
Scale bar: 10 lm.
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ring, the amino groups were converted into the carboxylic
acids 2–5 upon reaction with glycolic anhydride. This reac-
tion proceeds smoothly at room temperature and in excel-
lent yields (93–100%) when a 1:1.5 ratio of
aminoporphyrin/glycolic anhydride is used. The pegylation
of porphyrins 2–5 was performed in solution-phase using
our previously reported conjugation methodologies, with
HOBt and EDCI as the coupling agents [38]. The tert-
butyl-protected PEG-porphyrins were isolated in 40–64%
yields after purification using flash chromatography on sil-
ica gel. Deprotection upon treatment with TFA at room
temperature gave PEG-porphyrins 6–9 in quantitative



Fig. 7. Subcellular localization of conjugate 8 in HEp2 cells at 10 lM for 18 h: (a) phase contrast, (b) overlay of 8 fluorescence and phase contrast, (c)
DiOC6 fluorescence, (e) LysoSensor Green fluorescence, (g) MitoTracker Green fluorescence, (d), (f) (h) overlays of organelle tracers with 8 fluorescence.
Scale bar: 10 lm.
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yields. The hydrophobic character of the PEG-porphyrins
6–9, as determined by their retention times on a reverse-
phase HPLC column, decreases in the order 6 > 7 > 8 > 9.
Indeed, while the more hydrophobic PEG-porphyrins 6
and 7 were soluble in organic solvents and poorly soluble
in water, porphyrins 8 and 9 were highly soluble in both
water and polar organic solvents. The fluorescence emis-
sion properties of the PEG-porphyrins (Fig. 1) suggest that
porphyrins 8 and 9 have a stronger tendency for aggrega-
tion in buffered aqueous solution (in 50 mM HEPES buf-
fer, pH 7.4) than the more hydrophobic porphyrins 6

and 7 due to their larger number of PEG linkages.



Fig. 8. Subcellular localization of conjugate 9 in HEp2 cells at 10 lM for 18 h: (a) phase contrast, (b) overlay of 9 fluorescence and phase contrast, (c)
DiOC6 fluorescence, (e) LysoSensor Green fluorescence, (g) MitoTracker Green fluorescence, (d), (f) (h) overlays of organelle tracers with 9 fluorescence.
Scale bar: 10 lm.
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4.2. Cellular studies

The biological properties of the PEG-porphyrins 6–9
depend on the number of PEG chains linked to the porphy-
rin periphery. The least hydrophobic porphyrins 8 and 9
were taken up faster during the first 1–2 h than the more
hydrophobic porphyrins 6 and 7, but after 2 h a plateau
was reached (Fig. 2). In contrast, porphyrins 6 and 7 stea-
dily continued to accumulate within cells over the 24 h per-
iod studied, and after this time approximately 12 times



M. Sibrian-Vazquez et al. / Journal of Photochemistry and Photobiology B: Biology 86 (2007) 9–21 19
more 6 and 7 were found within cells than 8 or 9. We
believe that the cellular uptake of our series of PEG-por-
phyrins depends on their hydrophobic character, as has
been previously reported for porphyrin-based photosensi-
tizers [43,44], and also on their aggregation behavior. Por-
phyrins 8 and 9 might be too hydrophilic to efficiently
interact and cross the lipid bilayer of plasma membranes,
while 6 and 7 have a more favorable lipophilic/hydrophilic
balance. We believe that the amphiphilicity conferred by
the mono-PEG- and the adjacent di-PEG-substitution at
the porphyrin periphery enhances the affinity of porphyrins
6 and 7 for lipid/aqueous interfaces, therefore favoring cel-
lular uptake. On the other hand, our results indicate that
porphyrins containing more than two low molecular PEG
chains, i.e. PEG-porphyrins 8 and 9, show increased ten-
dency to form aggregates in buffered aqueous solution,
and that this tendency is particularly significant in the case
of the symmetric tetra-PEG-porphyrin 9. The resulting
aggregates, presumably of large size due to their self-asso-
ciation and binding of multiple water molecules [23], have
decreased tendency for crossing plasma membranes and
consequently lower cellular uptake. It might also be possi-
ble that the overall negative charge of the PEG-porphyrins,
due to their terminal carboxylic acid groups, also plays a
role on their uptake into cells. It has been observed that
the plasma membrane of mammalian and tumor cells con-
tain higher net negative charge compared with normal
cells, due to the overexpression of polysialic acid residues
[45]. Therefore, as the number of PEG groups and conse-
quently negative charges increases on the PEG-porphyrins,
the repulsive interactions with the anionic regions of the
plasma membrane may increase, resulting in lower cellular
uptake.

All PEG-porphyrins showed no dark cytotoxicity up to
250 lM concentrations, in human HEp2 cells (Fig. 3).
However, upon activation with low light dose (1 J/cm2)
PEG-porphyrins 6 and 7 bearing one and two PEG chains,
respectively, exhibited high toxicity with determined IC50

values of 2.0 and 1.8 lM, respectively (Fig. 4). The observed
phototoxic effect of porphyrins 6 and 7 is probably due to
both their high cellular uptake (Fig. 2) and their preferential
subcellular localization within the sensitive cell organelles
mitochondria and ER (Figs. 5 and 6). Porphyrin-mediated
mitochondria and ER photodamage can lead to rapid cell
death via apoptosis and consequently to preferential photo-
toxicity [46–49]. On the other hand PEG-porphyrins 8 and 9
were found preferentially within vesicles that correlated well
with the cell lysosomes. These results suggest that PEG-por-
phyrins 8 and 9 are probably taken up by cells via an endo-
cytic pathway while 6 and 7 might interact in multiple ways
with the plasma membranes and consequently follow sev-
eral uptake mechanisms [4]. Another possible reason for
the observed non-toxicity of porphyrins 8 and 9 is their ten-
dency for aggregation, which might result in reduction of
their ability to produce singlet oxygen. The possible inacti-
vation of singlet oxygen by PEG chains has been previously
reported [28,50].
5. Conclusions

A series of PEG-functionalized porphyrins bearing one
to four low molecular weight PEG chains has been synthe-
sized in good overall yields from the corresponding readily
available amino-substituted porphyrins. The hydrophobic
character of the PEG-porphyrins decreased with the num-
ber of PEG chains at the macrocycle periphery while their
tendency for aggregation increased with the number of
PEG chains. All PEG-porphyrins were found to be non-
toxic in the dark up to 250 lM concentrations and only
the PEG-porphyrins bearing one or two PEG chains were
phototoxic (IC50 2.0 and 1.8 lM, respectively, at 1 J/cm2

light dose). Our results show that the cellular properties
of PEG-substituted porphyrins depend on the number of
PEG chains linked to the porphyrin ring; more than two
PEG chains increase the hydrophilicity of the photosensi-
tizers, their aggregation in aqueous solution, and reduces
their cellular uptake and phototoxicity. On the other hand,
amphiphilic photosensitizers bearing one or two PEG
chains, the latter on the same side of the macrocycle, were
efficiently taken up by cells, localized preferentially in sen-
sitive organelles (mitochondria and ER) and were highly
phototoxic.
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