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results showed neither an enhanced activity nor an EGFR 
expression-dependent uptake of our new compounds. Con-
sequently, fluorophore-coupled peptides were synthesized 
to re-evaluate the targeting ability of LARLLT itself. How-
ever, also with these molecules, flow cytometry measure-
ments showed no correlation of drug uptake with the EGFR 
expression levels. Taken together, we successfully syn-
thesized the first platinum(IV) complexes coupled to an 
EGFR-targeting peptide; however, the biological investiga-
tions revealed that LARLLT is not an appropriate peptide 
for enhancing the specific uptake of small-molecule drugs 
into EGFR-overexpressing cancer cells.

Keywords Platinum complexes · Anticancer drug · 
Peptides · EGFR

Introduction

Cancer is still a major cause of death with 8.2 million cases 
worldwide in 2012 [1, 2] and nearly 20% thereof due to 
lung cancer [3]. Despite being the most prominent cancer 
type, lung cancer is usually still a death warrant, not only 
because of the common late-stage diagnosis but also due to 
the bad response rate to chemotherapy [4]. Thus, at diagno-
sis, most patients are in stage III or stage IV with already 
established metastasis into bones, brain, adrenal gland 
and/or liver [5]. Although platinum-based drugs are often 
considered “old-fashioned”, these compounds are still of 
high importance for most treatment regimen in lung can-
cer therapy [6, 7]. Regardless, the overall response is quite 
low (around 20%) and—despite several dose and combina-
tion studies—the 1-year survival rate has only increased 
to around 25–30% during the last decades [8]. The reason 
for this unsatisfactory performance is that treatment has to 
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be frequently discontinued due to drug resistance develop-
ment [9] or severe side effects like nephrotoxicity, neuro-
toxicity and ototoxicity for cisplatin or myelosuppression 
for carboplatin [10]. This is based on the low tumor selec-
tivity of the highly cytotoxic platinum(II) drugs resulting 
also in damage of healthy dividing tissue. To reduce the 
treatment-associated effects, the research is focusing on 
platinum(IV) prodrugs. Such complexes are less cytotoxic 
and are assumed to be reduced preferably inside the tumor 
tissue, in which they release the highly active platinum(II) 
compounds [11]. However, despite vigorous research, so 
far, no platinum(IV) compound (with satraplatin being the 
most prominent representative) was approved for clinical 
application [12, 13].

Nowadays, there are two main approaches to further 
optimize the specificity of chemotherapeutic drugs. One 
possibility is to attach or enclose the compound into macro-
molecular structures like nanoparticles, polymers, micelles, 
etc., and, thereby, accumulate the drug inside the tumor tis-
sue due to the enhanced permeability and retention (EPR) 
effect, also known as passive targeting [14]. Secondly, a 
cancerous tissue can also be targeted actively by aiming 
for tumor-specific characteristics, such as overexpressed 
receptors or an altered metabolism [15, 16]. An example 
is the epidermal growth factor receptor (EGFR), which 
is overexpressed in several tumor types including breast, 
colon and non-small cell lung cancer (NSCLC) [17]. The 
importance of the EGFR signaling pathway already led to 
the approval of several therapeutics, which are based either 
on monoclonal antibodies, such as cetuximab and panitu-
mumab, or on small-molecule inhibitors such as gefitinib, 
erlotinib or afatinib, especially in the treatment of EGFR-
mutated NSCLC [17, 18]. A different approach of EGFR 
targeting is the use of EGFR-binding peptides. Gener-
ally, there are several peptide sequences, which have been 
reported in the literature to specifically bind the EGFR and, 
therefore, enhance drug uptake via receptor-mediated endo-
cytosis. The most prominent peptide sequences are CMY-
IEALDKYAC [19, 20], YHWYGYTPQNVI (also known 
as “GE11”) [21–24] and LARLLT (also known as “D4”) 
[25–28]. For some highly cytotoxic drugs such as pacli-
taxel [23, 26] and doxorubicin [19, 20, 24], conjugates or 
targeted nanoformulations with these peptides were already 
reported to enhance the tumor specificity. Notably, such 
an approach has not been applied to platinum compounds 
so far. This is surprising as in the treatment of lung cancer 
both, the EGFR (as a target) as well as platinum-based anti-
cancer drugs, are of high importance.

Therefore, the aim of this study was the development 
of the first EGFR-targeted platinum(IV) compounds func-
tionalized with the EGFR-binding peptide LARLLT and to 
study their targeting effects. In course of this study, maleim-
ide-containing platinum(IV) precursors based on cisplatin 

and oxaliplatin were prepared and coupled via a cysteine 
moiety to LARLLT or the shuffled sequence RTALLL, 
which was used as a reference compound for all experi-
ments. Notably, chemical analyses revealed the occur-
rence of a transcyclization reaction between the coupling 
moieties maleimide and cysteine which, however, does not 
affect the targeting peptide sequence. Subsequent biologi-
cal analyses of the new peptide-coupled platinum(VI) com-
pounds showed, unexpectedly, no significant correlation 
with the EGFR status of the cancer cell lines. Therefore, 
fluorophore-coupled LARLLT and RTALLL were syn-
thesized to re-evaluate the targeting ability of the peptide 
sequence itself. However, also these investigations did not 
reveal any EGFR-specific drug uptake in cell culture exper-
iments. Consequently, we conclude in this study that LAR-
LLT is not a suitable peptide for the EGFR-specific target-
ing of small-molecule drugs.

Results and discussion

Synthesis

For all synthesized platinum compounds potassium tet-
rachloridoplatinate was used as a starting material. The 
respective platinum(II) cores, cisplatin [29] and oxaliplatin 
[30], were prepared according to standard, literature-known 
procedures. Subsequent oxidation with hydrogen perox-
ide was carried out either in methanol [31] or acetic acid 
[32] to yield the hydroxidomethoxidoplatinum(IV) species 
or the acetatohydroxidoplatinum(IV) species, respectively. 
The maleimide-functionalized platinum precursors 1 and 2 
were synthesized in absolute DMF under inert conditions 
with subsequent chromatographic purification, as pub-
lished recently [33]. Additionally, a succinimide-function-
alized oxaliplatin compound 2ref was prepared analogously, 
which was used as the platinum(IV) reference compound. 
The cysteine-functionalized peptide C-MiniPEG-LARLLT 
(MiniPEG = 2-(2-(2-aminoethoxy)ethoxy)acetic acid) and 
the shuffled, reference sequence C-MiniPEG-RTALLL (see 
Scheme 1) were customer synthesized (trifluoroacetic acid 
(TFA) salts; >95% purity checked by elemental analysis; 
the amino acid sequence was verified by two-dimensional 
NMR spectroscopy).

The MiniPEG linker was introduced to ensure a suf-
ficient distance between the targeting peptide LARLLT/
RTALLL and the platinum complex, whereas the cysteine 
moiety was used as a highly reactive moiety toward the 
maleimide-functionalized platinum(IV) precursors (see 
Scheme 2). As a first attempt, the coupling reactions were 
performed with an excess of the platinum complex 1 
(which can be easily removed by preparative HPLC) and 
C-MiniPEG-LARLLT in buffered aqueous solution and 
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monitored by RP-HPLC. Already the first measurement 
after mixing of the starting materials (after approximately 
5 min) revealed a very fast binding of the peptide to the 
platinum(IV) precursor with formation of 3.

However, after several hours of the coupling reaction in 
phosphate buffer at pH 7.4 the product peak (3A) strongly 
decreased and another peak (3B) with a higher retention 
time on the reversed-phase column was found. Surprisingly, 

Scheme 1  Structures of the 
cysteine-functionalized peptides 
C-MiniPEG-LARLLT and the 
shuffled reference C-MiniPEG-
RTALLL
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mass spectrometry measurements showed that both peaks 
have exactly the same molecular mass. To investigate the 
reason for the difference in retention time and whether it 
is an intramolecular rearrangement or just a pH-dependent 
protonation/deprotonation, both product fractions 3A and 
3B were purified and analyzed.

Detailed investigations of the conversion reaction

First, the purified compound 3A was incubated in phos-
phate buffer at pH 7.4 and analyzed with RP-HPLC cou-
pled to a mass spectrometer over 12 h. An obvious decrease 
of 3A with a half-life time of approximately 2 h was 
observed with a simultaneous rise of 3B (Fig. 1a). The 
extracted ion chromatograms (EIC) clearly confirmed this 
conversion and revealed that both peaks possess the same 
molecular mass of m/z = 1449 (Fig. 1b).

Interestingly, when the reaction of C-MiniPEG-LAR-
LLT and 1 was performed in acetate buffer at pH 5, the 
coupling still took place. However, the product 3A was 
“stable” and no conversion was observed (see Figure S1A). 
Furthermore, when the isolated secondary species 3B was 
dissolved in 100 mM citric acid (pH ~2.0), no conversion 
back to 3A was detected (see Figure S1B).

The same experiments were performed for the oxalipl-
atin precursor 2 and C-MiniPEG-LARLLT as well as the 
shuffled analog C-MiniPEG-RTALLL. The LC–MS meas-
urements revealed also for these compounds (4 and 5) a 
distinct conversion comparable to the cisplatin analog 3 
(see Figure S2). Again, this phenomenon did not take place 
in acetate buffer at pH 5 and the secondary species (4B and 

5B) could not be converted back to the primary compounds 
4A and 5A by lowering the pH. A stability test of the puri-
fied 4B in phosphate buffer (pH 7.4) for 24 h revealed no 
further conversions, but a very slow degradation of about 
0.5%/h.

To exclude the involvement of different functional moie-
ties of the peptide sequence in the conversion process, three 
additional peptides were investigated (see Figure S3). In 
case of the first peptide (C-MiniPEG-LAGLLT), the argi-
nine was exchanged by a glycine to exclude any possible 
effects of the guanidine moiety. The second peptide was 
amidated to remove the possibility of reactions of the free 
terminal carboxylic acid and the third peptide possesses a 
GGG linker instead of the MiniPEG moiety. However, all 
three peptides showed the same kind of conversion within 
the first few hours after incubation with 2 in phosphate 
buffer (pH 7.4) (see Figure S4). Thus, on the basis of these 
results, we could rule out that one of the three functional 
building blocks of the peptide is responsible for the conver-
sion phenomenon. Further HPLC–MS incubation experi-
ments with the peptides C-MiniPEG-LARLLT and C-Mini-
PEG-RTALLL alone in phosphate buffer at pH 7.4 revealed 
that no conversion takes place. Solely, the oxidation of the 
thiols to the disulfide species could be clearly observed 
with a half-life time of around 12 h (see Figure S5). Also 
195Pt-NMR measurements of 4A and 4B showed nearly 
identical shifts for both compounds. Therefore, as the LAR-
LLT/RTALLL peptides alone showed no conversion and 
the platinum core seems not to be affected, only the area of 
the maleimide moiety remains as reaction site. Thus, most 
likely a nucleophilic attack of the cysteine amino group on 
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the maleimide carbonyl takes place (see Scheme 3, conver-
sion of 3A to 3B see Scheme S1). Although a complete 
characterization of the conjugates by 2D-NMR spectros-
copy due to the very large/complex structures was not pos-
sible, a comparison of the 2D-NMR spectra of compound 
4A and 4B in DMF-d7 clearly supports this assumption. 
Especially the occurrence of an additional NH-signal in the 
15N-1H-HSQC spectrum and a coupling of the OC(=O)NH 
proton to this NH in the TOCSY spectrum confirmed this 
reaction. Notably, such a transcyclization reaction between 
cysteines coupled to maleimides was already reported, but 
only in few examples in literature [34–36].

Due to the fact that the platinum core is still intact and 
also the LARLLT/RTALLL peptide sequence is completely 
unaffected, this intramolecular rearrangement reaction 
should not influence the biological activity. On the con-
trary, the transcyclization possibly prevents a retro-Michael 
reaction [37] of the maleimide moiety with thiol-containing 
molecules.

Reduction experiments

The actual active species of these peptide-targeted 
platinum(IV) prodrugs are their respective platinum(II) 
complexes. Therefore, the reduction of the platinum(IV) 
moiety with release of the axial targeting ligand and the 

active platinum(II) compounds is crucial. Nevertheless, the 
reduction rate should not be too high, as the compounds 
need sufficient time to accumulate at the tumor site.

All three complexes were dissolved in 100 mM phos-
phate buffer (pH 7.4) and after addition of 10 eq. of ascor-
bic acid the decrease of the compound peak was monitored 
by RP-HPLC (the stable transcyclization products were 
used). The experiment showed that the cisplatin-containing 
conjugate 3B was reduced much faster in comparison to the 
two oxaliplatin analogs 4B and 5B. In general, this result 
is not unexpected, as the chloride ligands of the cisplatin-
based compound are known to facilitate the electron trans-
fer [38]. The almost identical results of the two oxaliplatin 
conjugates can be explained, as the only difference is the 
sequence of the amino acids. Overall, these results are in 
good accordance to previous experiments with similar plat-
inum cores [33] (Fig. 2).

Investigations of the platinum(IV) conjugates in cell 
culture

In order to allow the biological testing of the novel deriva-
tives, a cell line panel was selected based on EGFR expres-
sion levels and sensitivity to EGFR-inhibitory treatment 
(Table 1; Fig. 3). Consequently, A431 as well as RUMH 
cells were used due to their distinct overexpression of the 
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wild-type EGFR (EGFR/wt) and moderate sensitivity to 
EGFR inhibition in the µM range. In addition, HCC827 
cells were included; a cell model known for its amplifica-
tion of the mutated EGFR version (E746-A750 del), which 
renders these cells hypersensitive to EGFR inhibition. 
Finally, H520 cells were chosen as a negative control for 
this study as they lack EGFR expression and, hence, do not 
respond to treatment with EGFR inhibitors.

As a first step to evaluate our new compounds, the 
impact on cell viability after 72 h treatment was inves-
tigated by MTT assay (Fig. 4a) in comparison to the 
succinimide reference compound of 2 (unable to bind 
to thiol groups, denoted as 2ref). Comparable to other 
platinum(IV) complexes [39, 40], this reference complex 
2ref was distinctly less active than oxaliplatin, which is 
based on the prodrug nature of the compound. However, 
unexpectedly, the peptide-coupled oxaliplatin derivatives 
were even less active than 2ref and no difference in the 
activity was observed with regard to the EGFR expres-
sion level or whether LARLLT or RTALLL was attached 
to the platinum(IV) complex (as assumed above, also no 
significant differences between the A and B derivatives 
were observed). Furthermore, also in case of the cispl-
atin analog 3, no correlation between anticancer activity 
and EGFR status was found (data not shown). In order to 

investigate whether a longer drug exposure time is needed 
for prodrug activation, long-term clonogenic assays with 
14 days of drug treatment (25 and 50 µM) were performed 
in EGFR-overexpressing A431 cells (Fig. 4b). However, 
although the activity of all drugs was distinctly increased, 
again no differences between the LARLLT and RTALLL 
conjugates were found. In line with these data, ICP-MS 
uptake studies showed no correlation between drug accu-
mulation and the EGFR status of the tested cell lines 
(Fig. 4c). Notably, also other authors recently reported 
about difficulties to correlate the cytotoxicity and cell 
uptake with the receptor expression in case of RGD (argi-
nine-glycine-aspartate) peptide-containing platinum com-
plexes targeting the αvβ3 integrin receptor [41].

Accumulation studies using FITC‑labeled peptides

As the investigated LARLLT-conjugated platinum com-
pounds unexpectedly did not show any EGFR-specific 
drug accumulation nor anticancer activity, fluorophore-
coupled LARLLT/RTALLL peptides were synthesized 
to re-evaluate the general targeting ability of the peptide 
sequences. Commercially available maleimide-function-
alized fluorescein (in general abbreviated as its isothiocy-
anate form, FITC) was coupled to C-MiniPEG-LARLLT 
and C-MiniPEG-RTALLL yielding derivatives 6 and 7, 
respectively, after purification (Scheme 4).

The impact of the EGFR expression levels on the 
uptake of the FITC-labeled peptides 6 and 7 was then 
tested by flow cytometry after several incubation times 
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Table 1  IC50 values of gefitinib and erlotinib in our selected cell line panel after 72 h of treatment

Cell line EGFR expression Gefitinib (µM) Erlotinib (µM)

IC50 ± SD IC50 ± SD

A431 EGFR/wt overexpression 14.1 ± 0.98 7.6 ± 1.7

RUMH EGFR/wt overexpression 7.5 ± 0.51 23.0 ± 2.6

HCC827 Overexpression of EGFR with the sensitizing mutation (E746-A750 del) 0.06 ± 0.02 0.06 ± 0.00

H520 No EGFR expression >25 >25

Fig. 3  EGFR protein level of selected cell lines. Membrane-enriched 
fractions of the indicated cell lines were resolved by gel electrophore-
sis and EGFR expression detected via Western blot. β-Actin was used 
as a loading control
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(Fig. 5). Again, the panel of cell lines with different 
EGFR status was used. Comparable to the conjugated 
platinum drugs, also with these compounds, no EGFR 
dependency was found either in total uptake or in uptake 
kinetic. In addition, at no point in time in none of the 

tested cell models, cellular accumulation of LARLLT 
was superior to the shuffled RTALLL reference.

Notably, in most of the publications in literature, 
LARLLT was used as a targeting peptide without a shuf-
fled control [27, 42, 43]. This makes an evaluation quite 
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difficult as, for example, our uptake studies (Fig. 4c), 
when not considering the RTALLL data, would also sug-
gest a significantly increased accumulation into the EGFR-
expressing A431 cell line. Some promising data were 
reported for nanoformulations like liposomes [25] and 
micelles [26], which harbor a huge number of LARLLT 
peptides attached to their surface. However, also in case of 
LARLLT-containing silica nanoparticles no correlation of 

drug uptake with the EGFR status (even when the EGFR 
was genetically silenced in a cancer cell line) was found. 
However, coupling of EGFR-specific single-domain anti-
bodies (sdAbs) to the same nanoparticles resulted in highly 
specific uptake. This implies that not the nanoformulation 
in general but the LARLLT peptide was responsible for the 
lack of EGFR specificity [44]. The authors of this study 
mentioned that the chemical nature of the conjugates and 
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characteristics such as charge and polarity may have a sub-
stantial influence on the tumor-targeting abilities of LAR-
LLT, which is supported by our study.

Conclusion

In this study, we successfully synthesized the first EGFR-
targeting, peptide-coupled platinum(IV) conjugates. 
Thereto, maleimide-functionalized platinum(IV) com-
plexes were attached to the literature-known EGFR-affine 
peptide LARLLT in comparison to the shuffled RTALLL 
analog. Subsequently, the EGFR-dependent anticancer 
activity and their targeting properties were evaluated in dif-
ferent cell lines. However, these studies revealed that the 
activity of the targeted complexes did not correlate with 
the EGFR status. Furthermore, cell uptake studies showed 
no EGFR specificity compared to the reference complex. 
Thus, proof-of-principle studies using fluorescein-labeled 
LARLLT and RTALLL were conducted to re-evaluate the 
targeting ability of the peptide. In line, these data sug-
gested that LARLLT (when compared to RTALLL) is not 
a suitable targeting moiety to improve the specificity of 
such small-molecule compounds for EGFR-overexpressing 
cells. As a consequence, these results prompt that also for 
literature-known peptide sequences (1) the targeting ability 
has to be re-evaluated in an appropriate cell line panel and 
(2) a shuffled reference of the targeting peptide obligato-
rily has to be included into the study design to exclude false 
positive results originating from unspecific interactions.

Independently from the biological evaluation, we were 
able to identify an interesting transcyclization reaction after 
coupling of the terminal cysteine to the maleimide moiety. 
This is of special interest as it is a quite common coupling 
strategy for the attachment of bioactive compounds to 
peptides. Interestingly, only few references described this 
intramolecular reaction so far [34–36], although it should 
frequently occur in this type of coupling strategy. Ongoing 
studies will clarify if such transcyclization processes could 
prevent a possible retro-Michael reaction of the maleim-
ide moiety with thiol-containing molecules and, therefore, 
increase the stability of such peptide-coupled drugs in bio-
logical matrices such as blood serum.

Experimental part

Materials and methods

Potassium tetrachloridoplatinate  (K2PtCl4) was purchased 
from Johnson Matthey (Switzerland). Water used for 
synthesis was taken from a reverse osmosis system and 
distilled twice. For HPLC measurements Milli-Q water 

(18.2 MΩ cm, Merck Milli-Q Advantage, Darmstadt, Ger-
many) was used. Other chemicals and solvents were pur-
chased from commercial suppliers (Sigma Aldrich, Merck, 
Acros, Fluka and Fisher Scientific) and used without fur-
ther purification. The starting platinum(II) compounds cis-
platin [29] and oxaliplatin [30] were synthesized according 
to literature-known procedures. Hydrogen peroxide (50%) 
was used for oxidation of the complexes in either methanol 
[31] or acetic acid [32] as a solvent, yielding the unsym-
metrically oxidized platinum(IV) precursors. Thereafter, 
the ligands with the maleimide or succinimide moiety were 
coupled to yield compounds 1, 2 and 2Ref as recently pub-
lished [33, 45]. Cys-MiniPEG-LARLLT and Cys-Mini-
PEG-RTALLL (MiniPEG = 2-(2-(2-aminoethoxy)ethoxy)
acetic acid, both TFA salts, >95% purity) were purchased 
from Biomatik Corporation (Cambridge, Canada). Elec-
trospray ionization (ESI) mass spectra were recorded on 
a Bruker AmaZon SL ion trap mass spectrometer in posi-
tive and/or negative ionization mode by direct infusion. 
High-resolution mass spectra were measured on a Bruker 
maXis™ UHR ESI time-of-flight mass spectrometer. All 
mass spectra were recorded at the Mass Spectrometry Cen-
tre of the University of Vienna. One- and two-dimensional 
1H-, 13C-, 15N- and 195Pt-NMR spectra were recorded 
on a Bruker Avance III 500 MHz spectrometer at 500.10 
(1H), 127.75 (13C), 50.68 (15N), and 107.51 (195Pt) MHz at 
298 K. For 1H- and 13C-NMR spectra the solvent residual 
peak was taken as internal reference, whereas 195Pt-shifts 
were referenced relative to external  K2PtCl4 and 15N-shifts 
relative to external  NH4Cl. Elemental analysis measure-
ments were performed on a Perkin Elmer 2400 CHN Ele-
mental Analyzer at the Microanalytical Laboratory of the 
University of Vienna.

Synthesis and characterization

General procedure for the synthesis of peptide‑conjugated 
complexes 3–5

The maleimide-functionalized platinum(IV) compound and 
the cysteine-containing peptide (0.7–0.8 eq.) were trans-
ferred into a vial, phosphate buffer (pH 7.4, ~0.45 mL/µmol 
platinum complex) was added and the solution was stirred 
for around 4 h. Both of the compound peaks were purified 
by preparative RP-HPLC on a Waters XBridge C18 column 
using  H2O (0.1% HCOOH) and acetonitrile (ACN) as elu-
ents. The product fractions were collected and thereafter 
lyophilized. Purity (>95%) was confirmed by analytical 
RP-HPLC measurements (see Figure S6).

Compound 3 The compound was synthesized from 20 mg 
(OC-6-44)-diamminedichloridomethoxido[2-(2,5-dioxo-
2,5-dihydro-1H-pyrrol-1-yl)ethylcarbamato]platinum(IV) 
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(1, 38.9 µmol) and 39.7 mg C-MiniPEG-LARLLT (0.8 eq., 
31.1 µmol). Yield: 16.7 mg (37%) pale-yellow powder; HRMS 
(ESI-TOF): calcd. for  [C48H91Cl2N15O17PtS-Na+H+]2+: 
735.7712, found: 735.7732.

Compound 4 The compound was synthesized from 
30 mg (OC-6-34)-acetato[(1R,2R)-cyclohexane-1,2-di-
amine]oxalato[2-(2,5-dioxo-2,5-dihydro-1H-pyrrol-1-yl)
ethylcarbamato]platinum(IV) (2, 45.6 µmol) and 40.8 mg 
C-MiniPEG-LARLLT (0.7 eq., 31.9 µmol). Yield: 25.3 mg 
(50%) white powder; HRMS (ESI-TOF): calcd. for 
 [C57H99N15O22PtS-Na+H+]2+: 798.8214, found: 798.8242.

Compound 5 The compound was synthesized from 
30 mg (OC-6-34)-acetato[(1R,2R)-cyclohexane-1,2-di-
amine]oxalato[2-(2,5-dioxo-2,5-dihydro-1H-pyrrol-1-yl)
ethylcarbamato]platinum(IV) (2, 45.6 µmol) and 40.8 mg 
C-MiniPEG-RTALLL (0.7 eq., 31.9 µmol). Yield: 22.4 mg 
(43%) white powder; HRMS (ESI-TOF): calcd. for 
 [C57H99N15O22PtS-Na+H+]2+: 798.8214, found: 798.8250.

General procedure for the synthesis of the 
fluorescein‑peptide conjugates

The cysteine-functionalized peptide was dissolved in phos-
phate buffer (pH 7) and was added to a solution of FITC-
maleimide in DMSO. After the solution was stirred for 1 h 
the product was purified by preparative RP-HPLC on a 
Waters XBridge C18 column using  H2O (0.1% HCOOH) 
and ACN as eluents. The product fractions were collected 
and thereafter lyophilized.

Compound 6 The compound was synthesized from 20 mg 
C-MiniPEG-LARLLT (15.7 µmol) in 8 mL phosphate buffer 
(pH 7) and 6.7 mg FITC-maleimide (1 eq., 15.7 µmol) 
in 1.3 mL DMSO. Yield: 16.0 mg (75%) yellow powder; 
ESI-MS: calcd. for  [C64H88N12O19S-H+]+: 1361.61, found: 
1361.91.

Compound 7 The compound was synthesized from 20 mg 
C-MiniPEG-RTALLL (15.7 µmol) in 8 mL phosphate buffer 
(pH 7) and 6.7 mg FITC-maleimide (1 eq., 15.7 µmol) in 

1.3 mL DMSO. Yield: 16.6 mg (78%) yellow powder; ESI-MS: 
calcd. for  [C64H88N12O19S-H+]+: 1361.61, found: 1361.72.

RP‑HPLC studies

The RP-HPLC measurements for monitoring the coupling 
reaction and the conversion were either performed on a 
Dionex Summit System equipped with a Waters XBridge 
BEH C18 column (130 Å, 5 µm, 4.6 × 150 mm) or on a 
Thermo Scientific Dionex Ultimate 3000 Rapid Separation 
LC system equipped with a Waters Acquity UPLC BEH 
C18 column (130 Å, 1.7 µm, 3.0 × 50 mm). Milli-Q water, 
containing 0.1% formic acid, and methanol or ACN were 
used as eluents and as a standard method, a gradient from 5 
to 95% of the organic solvent was used. The samples were 
dissolved in phosphate buffer (pH 7.4) and were incubated 
in the autosampler at 20 °C. The column compartment was 
temperature controlled at 25 °C.

All the LC–MS measurements were performed on an 
Agilent 1260 Infinity system using either a Waters Atlan-
tis T3 C18 column (100 Å, 3 µm, 2.1 × 150 mm) or a 
Waters Acquity UPLC BEH C18 column (130 Å, 1.7 µm, 
3.0 × 50 mm). Milli-Q water and acetonitrile, both con-
taining 0.1% formic acid, were used as eluents and a gradi-
ent from 5 to 95% of the acetonitrile solution over 15 min 
with 0.2 mL/min was used. The samples were dissolved 
in phosphate buffer (pH 7.4) and were incubated in the 
autosampler at 20 °C. The mass spectra were recorded on 
a Bruker AmaZon SL electrospray ionization ion trap mass 
spectrometry system in positive ionization mode using 
a drying gas flow of 10 L/min (350 °C), a nebulizer pres-
sure of 35 psi and a capillary voltage of 4000 V. HyStar 3.2 
and Data Analysis 4.0 software package (Bruker Daltonics) 
were used for instrument control and data evaluation.

RP‑HPLC reduction experiments

The reduction studies were performed on a Thermo Scien-
tific Dionex Ultimate 3000 Rapid Separation LC system 
equipped with a Waters Acquity UPLC BEH C18 column 
(130 Å, 1.7 µm, 3.0 × 50 mm). Milli-Q water and acetoni-
trile, both containing 0.1% formic acid, were used as elu-
ents and as a standard screening gradient, a gradient from 

Table 2  Detailed information on the used cell lines

ATCC American Type Culture Collection Manassas VA, ICR Institute of Cancer Research, Vienna

Cell line Characteristics Growth medium Source

A431 EGFR wild-type overexpression, erlotinib-sensitive RPMI-1640 ATCC

HCC827 Erlotinib-sensitive due to the EGFR mutation (delE746-A750) RPMI-1640 ATCC

RUMH EGFR wild-type overexpression, erlotinib-sensitive RPMI-1640 Established at the ICR

H520 No EGFR expression, erlotinib-resistant RPMI-1640 ATCC



601J Biol Inorg Chem (2017) 22:591–603 

1 3

5 to 95% of the organic eluent over 10 min with 0.6 mL/
min was carried out. The samples and 10 eq. of ascorbic 
acid were dissolved in phosphate buffer (pH 7.4) and were 
incubated in the autosampler at 20 °C. The column com-
partment was temperature controlled at 25 °C.

Cell culture

The following human cell models were used in this study: 
the renal cell carcinomas RUMH, the squamous cell car-
cinoma H520, the epidermoid carcinoma A431, as well 
as the non-small-cell lung cancer (NSCLC) line HCC827 
(sources and used medium are summarized in (Table 2). 
Unless otherwise indicated, the cells were cultivated in 
humidified incubators (37 °C, 21%  O2, 5%  CO2) in full cul-
ture medium, containing 10% fetal calf serum (PAA, Linz, 
Austria). Cell cultures were periodically checked for Myco‑
plasma contamination.

Cytotoxicity assay

Cells were plated (2 × 103 cells/well) in 96-well plates and 
allowed to recover for 24 h. Subsequently, the dissolved 
drugs were added. After 72 h drug exposure, the proportion 
of viable cells was determined by MTT assay following 
the manufacturer’s recommendations (EZ4U, Biomedica, 
Vienna, Austria). Cytotoxicity was expressed as  IC50 val-
ues calculated from full dose–response curves using Graph-
Pad Prism software. For long-term exposure, A431 cells 
(200 cells/well) were seeded in 24-well plates and allowed 
to recover for 24 h. Then, the cells were exposed to the 
indicated drugs (25 or 50 µM) for 14 days. After washing 
with phosphate-buffered saline (PBS), the cells were fixed 
with methanol (−20 °C, 20 min) and after another washing 
step stained with crystal violet (1 h). The washed and dried 
plates were then measured for fluorescence (with 633 nm 
excitation and 610/30 nm bandpass emission filter) with 
the imager Typhoon Trio (GE Healthcare Life Sciences). 
The sum of fluorescence intensities per well was measured 
with ImageJ and, after blank subtraction, normalized to the 
untreated cells.

Western blot analysis

To assess the EGFR expression levels, membrane-
enriched fractions of untreated cells cultivated under nor-
mal cell culture conditions were prepared and resolved 
by SDS-PAGE and transferred onto a polyvinylidene 
difluoride membrane for Western blotting as previously 
described [46]. The following antibodies were used: 
EGFR (monoclonal rabbit, dilution 1:1000 from Cell 
Signaling) and β-actin (monoclonal mouse, dilution 

1:5000 from Sigma Aldrich). Additionally, horserad-
ish peroxidase-labeled secondary antibodies from Santa 
Cruz Biotechnology were used at working dilutions of 
1:10,000.

Cellular drug uptake

Cells (3 × 105 cells/well) were seeded in 6-well plates 
and allowed to recover for 24 h. Then, cells were exposed 
to the drugs with the indicated concentrations for 3 h. 
Subsequently, the cells were washed three times with 
2 mL PBS and platinum was extracted by incubating the 
cells with 500 µL  HNO3 (HPLC grade) for 1 h. From 
the suspension aliquots of 400 µL were diluted 20-fold 
in dd  H2O. The experiment was performed in triplicates. 
Cell-free wells exposed to the according drugs were used 
as blanks. Cells from three additional wells were trypsi-
nized and counted to determine the cell number per well.

Flow cytometry

Cells were seeded in 6-well plates at a concentration of 
4 × 105 cells per well in 2 mL growth media contain-
ing 10% FCS. Then, cells were incubated over night 
at 37 °C and 5%  CO2. The growth media was removed 
and the adherent cells were washed with PBS two times 
before further treatment. As a next step, the drugs were 
added in serum-free media obtaining a final concentra-
tion of 10 µM followed by incubation at 37 °C. At the 
indicated points in time, cells were washed two times 
with PBS and harvested by trypsinization. After centrifu-
gation at 2000 rpm for 3 min, the pellet was resuspended 
in 500 µL FACS-PBS (7.81 mM  Na2HPO4 × 2H2O, 
1.47 mM  KH2PO4, 2.68 mM KCl and 0.137 M NaCl) and 
transferred into FACS-tubes. Fluorescence intensities of 

Table 3  Parameters of the Agilent 7500ce ICP-MS

The limit of quantification (LOQ) was determined by the formula 
LOQ = x̄ + 10× s with x̄ as the average sample blank value and s as 
the standard deviation of x (n = 7)

RF power (W) 1560

Cone material Nickel

Carrier gas (L/min) 0.8–1.0

Make up gas (L/min) 0.1–0.3

Plasma gas (L/min) 15

Monitored isotopes 185Re, 194Pt, 195Pt

Dwell time (s) 0.3

Number of replicates 10

Number of sweeps 100
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10,000 cells per sample were measured using a FACS 
Calibur (Becton–Dickinson, Palo Alto, CA). The results 
were analyzed and quantified using Cell Quest Pro 
software.

ICP‑MS measurements

Milli-Q water (18.2 MΩ cm, Milli-Q Advantage, Darm-
stadt, Germany) was used for all dilutions for ICP-MS 
measurements. Nitric acid (≥69%, p.a., Fluka, Buchs, 
Switzerland) was used without further purification. Plati-
num and rhenium standards for ICP-MS measurements 
were derived from CPI International (Amsterdam, The 
Netherlands). All other reagents and solvents were obtained 
from commercial sources and were used without further 
purification.

The ICP-MS Agilent 7500ce (Agilent Technologies, 
Waldbronn, Germany) was equipped with a CETAC ASX-
520 autosampler (Nebraska, USA) and a MicroMist nebu-
lizer at a sample uptake rate of approx. 0.25 mL/min. The 
Agilent MassHunter software package (Workstation Soft-
ware, version B.01.01, Build 123.11, Patch 4, 2012) was 
used for data processing. The experimental parameters for 
ICP-MS are summarized in Table 3. The instrument was 
tuned on a daily basis to achieve maximum sensitivity.

Acknowledgements Open access funding provided by Austrian 
Science Fund (FWF). This work was supported by the Austrian Sci-
ence Fund (FWF) Grant P26603 (to P. H.). We are thankful to Irene 
Herbacek for the flow cytometry measurements and Prof. Christian 
Becker for helpful discussions.

Open Access This article is distributed under the terms of the Crea-
tive Commons Attribution 4.0 International License (http://crea-
tivecommons.org/licenses/by/4.0/), which permits unrestricted use, 
distribution, and reproduction in any medium, provided you give 
appropriate credit to the original author(s) and the source, provide a 
link to the Creative Commons license, and indicate if changes were 
made.

References

 1. World Health Organization Number of deaths (World) by cause. 
http://apps.who.int/gho/data/node.main.CODWORLD?lang=en. 
Accessed 05 Sept 2016

 2. Stewart B, Wild CP (2014) World cancer report 2014. 
International Agency for Research on Cancer, Lyon. 
ISBN:978-92-832-0443-5

 3. Ferlay J, Soerjomataram I, Dikshit R, Eser S, Mathers C, Rebelo 
M, Parkin DM, Forman D, Bray F (2015) Cancer incidence and 
mortality worldwide: sources, methods and major patterns in 
GLOBOCAN 2012. Int J Cancer 136(5):E359–E386

 4. Schiller JH, Harrington D, Belani CP, Langer C, Sandler A, 
Krook J, Zhu J, Johnson DH (2002) Comparison of four chemo-
therapy regimens for advanced non-small-cell lung cancer. N 
Engl J Med 346(2):92–98

 5. Nguyen DX, Bos PD, Massagué J (2009) Metastasis: from 
dissemination to organ-specific colonization. Nat Rev Cancer 
9(4):274–284

 6. Sweetman SC (2009) Martindale: the complete drug reference. 
36th edn. Pharmaceutical press, London. ISBN:978 0 85369 840 1

 7. World Health Organization (2015) The Selection and Use of 
Essential Medicines: Report of the WHO Expert Committee, 
2015 (including the 19th WHO Model List of Essential Medi-
cines and the 5th WHO Model List of Essential Medicines 
for Children), vol 994. World Health Organization, Geneva. 
ISBN:978 92 4 069494 1

 8. Rossi A, Di Maio M (2016) Platinum-based chemotherapy in 
advanced non-small-cell lung cancer: optimal number of treat-
ment cycles. Expert Rev Anticancer Ther 16(6):653–660. doi:1
0.1586/14737140.2016.1170596

 9. Amable L (2016) Cisplatin resistance and opportunities for 
precision medicine. Pharmacol Res 106:27–36. doi:10.1016/j.
phrs.2016.01.001

 10. Galanski M, Jakupec MA, Keppler BK (2005) Update of the 
preclinical situation of anticancer platinum complexes: novel 
design strategies and innovative analytical approaches. Curr 
Med Chem 12(18):2075–2094

 11. Gibson D (2016) Platinum(IV) anticancer prodrugs—hypoth-
eses and facts. Dalton Trans 45:12983–12991. doi:10.1039/
c6dt01414c

 12. Sternberg CN, Petrylak DP, Sartor O, Witjes JA, Demkow T, 
Ferrero J-M, Eymard J-C, Falcon S, Calabrò F, James N (2009) 
Multinational, double-blind, phase III study of prednisone and 
either satraplatin or placebo in patients with castrate-refrac-
tory prostate cancer progressing after prior chemotherapy: the 
SPARC trial. J Clin Oncol 27(32):5431–5438

 13. Wheate NJ, Walker S, Craig GE, Oun R (2010) The status of 
platinum anticancer drugs in the clinic and in clinical trials. 
Dalton Trans 39(35):8113–8127. doi:10.1039/c0dt00292e

 14. Maeda H, Tsukigawa K, Fang J (2016) A Retrospective 30 
Years After Discovery of the Enhanced Permeability and 
Retention Effect of Solid Tumors: Next-Generation Chemo-
therapeutics and Photodynamic Therapy—Problems, Solu-
tions, and Prospects. Microcirculation 23(3):173–182

 15. Wang X, Guo Z (2013) Targeting and delivery of platinum-
based anticancer drugs. Chem Soc Rev 42(1):202–224. 
doi:10.1039/c2cs35259a

 16. Galanski M, Keppler BK (2012) Tumor-Targeting Strategies 
with Anticancer Platinum Complexes. In: Kratz F, Senter P, 
Steinhagen H (eds) Drug delivery in oncology: From basic 
research to cancer therapy. Wiley-VCH Verlag & Co. KGaA, 
Weinheim, Germany, pp 1605–1629. ISBN:978-3-527-32823-9

 17. Rocha-Lima CM, Soares HP, Raez LE, Singal R (2007) EGFR 
targeting of solid tumors. Cancer Control 14(3):295

 18. Sgambato A, Casaluce F, Maione P, Rossi A, Rossi E, Napoli-
tano A, Palazzolo G, Bareschino AM, Schettino C, Sacco CP 
(2012) The role of EGFR tyrosine kinase inhibitors in the first-
line treatment of advanced non small cell lung cancer patients 
harboring EGFR mutation. Curr Med Chem 19(20):3337–3352

 19. Ai S, Duan J, Liu X, Bock S, Tian Y, Huang Z (2011) Biologi-
cal evaluation of a novel doxorubicin–peptide conjugate for 
targeted delivery to EGF receptor-overexpressing tumor cells. 
Mol Pharm 8(2):375–386

 20. Yang F, Ai W, Jiang F, Liu X, Huang Z, Ai S (2016) Preclinical 
Evaluation of an Epidermal Growth Factor Receptor-Targeted 
Doxorubicin–Peptide Conjugate: Toxicity, Biodistribution, and 
Efficacy in Mice. J Pharm Sci 105(2):639–649

 21. Li Z, Zhao R, Wu X, Sun Y, Yao M, Li J, Xu Y, Gu J (2005) 
Identification and characterization of a novel peptide ligand of 
epidermal growth factor receptor for targeted delivery of thera-
peutics. FASEB J 19(14):1978–1985

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://apps.who.int/gho/data/node.main.CODWORLD?lang=en
http://dx.doi.org/10.1586/14737140.2016.1170596
http://dx.doi.org/10.1586/14737140.2016.1170596
http://dx.doi.org/10.1016/j.phrs.2016.01.001
http://dx.doi.org/10.1016/j.phrs.2016.01.001
http://dx.doi.org/10.1039/c6dt01414c
http://dx.doi.org/10.1039/c6dt01414c
http://dx.doi.org/10.1039/c0dt00292e
http://dx.doi.org/10.1039/c2cs35259a


603J Biol Inorg Chem (2017) 22:591–603 

1 3

 22. Song S, Liu D, Peng J, Sun Y, Li Z, Gu J-R, Xu Y (2008) Peptide 
ligand-mediated liposome distribution and targeting to EGFR 
expressing tumor in vivo. Int J Pharm 363(1):155–161

 23. Ren H, Gao C, Zhou L, Liu M, Xie C, Lu W (2015) EGFR-
targeted poly (ethylene glycol)-distearoylphosphatidylethan-
olamine micelle loaded with paclitaxel for laryngeal cancer: 
preparation, characterization and in vitro evaluation. Drug Deliv 
22(6):785–794

 24. Fan M, Liang X, Yang D, Pan X, Li Z, Wang H, Shi B (2016) 
Epidermal growth factor receptor-targeted peptide conjugated 
phospholipid micelles for doxorubicin delivery. J Drug Target 
24(2):111–119

 25. Song S, Liu D, Peng J, Deng H, Guo Y, Xu LX, Miller AD, Xu 
Y (2009) Novel peptide ligand directs liposomes toward EGF-R 
high-expressing cancer cells in vitro and in vivo. FASEB J 
23(5):1396–1404

 26. Lin WJ, Kao LT (2014) Cytotoxic enhancement of hexapep-
tide-conjugated micelles in EGFR high-expressed cancer cells. 
Expert Opin Drug Deliv 11(10):1537–1550

 27. Ongarora BG, Fontenot KR, Hu X, Sehgal I, Satyanarayana-Jois 
SD, Vicente MGaH (2012) Phthalocyanine–peptide conjugates 
for epidermal growth factor receptor targeting. J Med Chem 
55(8):3725–3738

 28. Fontenot KR, Ongarora BG, LeBlanc LE, Zhou Z, Jois SD, 
Vicente MGH (2016) Targeting of the epidermal growth factor 
receptor with mesoporphyrin IX-peptide conjugates. J Porphyr 
Phthalocyanines 20((01n04)):352–366

 29. Dhara S (1970) A rapid method for the synthesis of cis-[Pt 
(NH3) 2Cl2]. Indian J Chem 8:193–194

 30. Kidani Y, Inagaki K, Iigo M, Hoshi A, Kuretani K (1978) 
Antitumor activity of 1,2-diaminocyclohexaneplatinum 
complexes against sarcoma-180 ascites form. J Med Chem 
21(12):1315–1318

 31. Dunham S, Larsen R, Abbott E (1993) Nuclear magnetic reso-
nance investigation of the hydrogen peroxide oxidation of 
platinum(II) complexes. Crystal and molecular structures of 
sodium trans-dihydroxobis (malonato) platinate(IV) hexahydrate 
and sodium trans-dihydroxobis (oxalato) platinate(IV) hexahy-
drate. Inorg Chem 32(10):2049–2055

 32. Y-a Lee, O-s Jung (2004) Hydrogen peroxide oxidation of di 
(hydroxo) platinum(II) species in carboxylic acids. Transit Met 
Chem 29(7):710–713

 33. Mayr J, Heffeter P, Groza D, Galvez L, Koellensperger G, Roller 
A, Alte B, Haider M, Berger W, Kowol CR (2017) An albu-
min-based tumor-targeted oxaliplatin prodrug with distinctly 
improved anticancer activity in vivo. Chem Sci. doi:10.1039/
c6sc03862j

 34. Kucharczyk N, Denisot MA, Le Goffic F, Badet B (1990) Glu-
cosamine-6-phosphate synthase from Escherichia coli: determi-
nation of the mechanism of inactivation by N3-fumaroyl-l-2, 
3-diaminopropionic derivatives. Biochemistry 29(15):3668–3676

 35. Li X, Zheng Y, Tong H, Qian R, Zhou L, Liu G, Tang Y, Li H, 
Lou K, Wang W (2016) Rational Design of an Ultrasensitive and 

Highly Selective Chemodosimeter by a Dual Quenching Mecha-
nism for Cysteine Based on a Facile Michael-Transcyclization 
Cascade Reaction. Chem Eur J 22(27):9247–9256

 36. Tong H, Zheng Y, Zhou L, Li X, Qian R, Wang R, Zhao J, Lou 
K, Wang W (2016) Enzymatic Cleavage and Subsequent Fac-
ile Intramolecular Transcyclization for in Situ Fluorescence 
Detection of γ-Glutamyltranspeptidase Activities. Anal Chem 
88(22):10816–10820

 37. Fontaine SD, Reid R, Robinson L, Ashley GW, Santi DV (2015) 
Long-term stabilization of maleimide–thiol conjugates. Biocon-
jug Chem 26(1):145–152

 38. Wexselblatt E, Gibson D (2012) What do we know about the 
reduction of Pt(IV) pro-drugs? J Inorg Biochem 117:220–229. 
doi:10.1016/j.jinorgbio.2012.06.013

 39. Pichler V, Heffeter P, Valiahdi SM, Kowol CR, Egger A, Berger 
W, Jakupec MA, Galanski M, Keppler BK (2012) Unsymmet-
ric mono- and dinuclear platinum(IV) complexes featuring an 
ethylene glycol moiety: synthesis, characterization, and bio-
logical activity. J Med Chem 55(24):11052–11061. doi:10.1021/
jm301645g

 40. Henke H, Kryeziu K, Banfić J, Theiner S, Körner W, Brügge-
mann O, Berger W, Keppler BK, Heffeter P, Teasdale I (2016) 
Macromolecular Pt(IV) Prodrugs from Poly(organo)phospha-
zenes. Macromol Biosci 16(8):1239–1249

 41. Medrano MA, Morais M, Ferreira VF, Correia JD, Paulo A, 
Santos I, Navarro-Ranninger C, Valdes AA, Casini A, Mendes 
F (2017) Nonconventional trans-Platinum Complexes Function-
alized with RDG Peptides: Chemical and Cytotoxicity Studies. 
Eur J Inorg Chem 2017(12):1835–1840

 42. Viehweger K, Barbaro L, García KP, Joshi T, Geipel G, Jr Stein-
bach, Stephan H, Spiccia L, Graham B (2014) EGF receptor-
targeting peptide conjugate incorporating a near-IR fluores-
cent dye and a novel 1,4,7-triazacyclononane-based 64Cu(II) 
chelator assembled via click chemistry. Bioconjug Chem 
25(5):1011–1022

 43. C-y Han, L-l Yue, L-y Tai, Zhou L, X-y Li, G-h Xing, X-g Yang, 
M-s Sun, W-s Pan (2013) A novel small peptide as an epidermal 
growth factor receptor targeting ligand for nanodelivery in vitro. 
Int J Nanomed 8:1541

 44. Zarschler K, Prapainop K, Mahon E, Rocks L, Bramini M, Kelly 
P, Stephan H, Dawson K (2014) Diagnostic nanoparticle target-
ing of the EGF-receptor in complex biological conditions using 
single-domain antibodies. Nanoscale 6(11):6046–6056

 45. Pichler V, Mayr J, Heffeter P, Domotor O, Enyedy EA, Hermann 
G, Groza D, Kollensperger G, Galanksi M, Berger W, Keppler 
BK, Kowol CR (2013) Maleimide-functionalised platinum(IV) 
complexes as a synthetic platform for targeted drug delivery. 
Chem Commun 49(22):2249–2251. doi:10.1039/c3cc39258a

 46. Karnthaler-Benbakka C, Groza D, Kryeziu K, Pichler V, Roller 
A, Berger W, Heffeter P, Kowol CR (2014) Tumor-Targeting of 
EGFR Inhibitors by Hypoxia-Mediated Activation. Angew Chem 
Int Ed 53(47):12930–12935

http://dx.doi.org/10.1039/c6sc03862j
http://dx.doi.org/10.1039/c6sc03862j
http://dx.doi.org/10.1016/j.jinorgbio.2012.06.013
http://dx.doi.org/10.1021/jm301645g
http://dx.doi.org/10.1021/jm301645g
http://dx.doi.org/10.1039/c3cc39258a

	EGFR-targeting peptide-coupled platinum(IV) complexes
	Abstract 
	Introduction
	Results and discussion
	Synthesis
	Detailed investigations of the conversion reaction
	Reduction experiments
	Investigations of the platinum(IV) conjugates in cell culture
	Accumulation studies using FITC-labeled peptides

	Conclusion
	Experimental part
	Materials and methods
	Synthesis and characterization
	General procedure for the synthesis of peptide-conjugated complexes 3–5
	Compound 3 
	Compound 4 
	Compound 5 

	General procedure for the synthesis of the fluorescein-peptide conjugates
	Compound 6 
	Compound 7 


	RP-HPLC studies
	RP-HPLC reduction experiments
	Cell culture
	Cytotoxicity assay
	Western blot analysis
	Cellular drug uptake
	Flow cytometry
	ICP-MS measurements

	Acknowledgements 
	References




