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Engineering Tumour Cell-Binding 
Synthetic Polymers with Sensing 
Dense Transporters Associated with 
Aberrant Glutamine Metabolism
Naoki Yamada1, Yuto Honda1, Hiroyasu Takemoto1, Takahiro Nomoto1, Makoto Matsui1, 
Keishiro Tomoda1, Masamitsu Konno2, Hideshi Ishii2, Masaki Mori2 & Nobuhiro Nishiyama1,3

Increased glutamine uptake toward the elevated glutaminolysis is one of the hallmarks of tumour cells. 
This aberrant glutamine metabolism has recently attracted considerable attention as a diagnostic and 
therapeutic target. Herein, we developed glutamine-functionalized polymer to achieve a selective high 
affinity to tumour cells overexpressing glutaminolysis-related transporter ASCT2. In in vitro study, our 
developed polymer exhibited faster and higher cellular uptake in tumour cells than that in normal cells. 
Uptake inhibition study revealed the dominant contribution of ASCT2 to the polymer-cell interaction. 
Furthermore, the binding affinity of the polymer to tumour cells was estimated to be comparable to 
that of the potent ligand molecules reported in the literature. In in vivo study, the polymer showed 
prolonged retention at tumour site after intratumoral injection. This study offers a novel approach for 
designing tumour cell-binding synthetic polymers through the recognition of dense transporters related 
to tumour-associated metabolism.

Tumour cells exhibit distinctive metabolic activities compared to normal differentiated cells because of their 
genetic and epigenetic alteration1, 2 One of the major metabolic pathways in tumour cells is a high rate of gly-
colysis even in the presence of oxygen, also known as Warburg effect1, 3. Although the Warburg effect was first 
described in 19242, 3, other tumour-related metabolic alterations such as lipid synthesis, fatty acid oxidation, and 
glutamine metabolism, have been revealed during the last decade. In addition, recent advances in metabolomics, 
which is the comprehensive analysis of the metabolite, have provided in-depth understanding of these metabolic 
activities. Owing to these recent efforts, tumour-related metabolisms have been recently recognized as one of the 
hallmarks of tumour cells, and thus have been attracted much attention as a therapeutic and diagnostic target.

Among tumour-related metabolisms, elevated glutaminolysis plays a critical role for tumour growth and sur-
vival by supporting macromolecular biosynthesis, ATP production, and redox balance regulation4, 5. To satisfy the 
increased demand of glutamine from elevated glutaminolysis, tumour cells overexpress glutamine transporters. 
In particular, system ASC transporter 2 (ASCT2) has been demonstrated to be overexpressed on various tumour 
cells including hepatocellular carcinoma6, prostate cancer7, and breast cancer8. In addition, inhibition of ASCT2 
function has resulted in a decrease of glutamine uptake and suppression of tumour cell growth7–9, indicating the 
dominant contribution of ASCT2 for glutamine uptake in tumour cells and tumour growth.

Focusing on increased glutamine uptake by ASCT2 in tumour cells, glutamine has been utilized as an imaging 
agent like 18F-fluorodeoxyglucose, which has been clinically used as a powerful diagnosis tool to visualize the 
malignant tissues possessing the augmented glucose uptake. Previous studies have indeed demonstrated the suc-
cessful in vivo tumour imaging using glutamine analogue PET probes10, 11. Considering this promising potential, 
glutamine is expected to be used as an ASCT2-targeting ligand molecule; however, glutamine-based ligand has 
yet to be developed probably due to weak binding affinity of glutamine to ASCT2. Dissociation constant (Kd) of 
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glutamine to ASCT2 was estimated to be 20 μM12, whereas Kd value of potent ligands to their receptors should be 
tens of nanomolar range13. Thus, chemical design of glutamine-functionalized molecules toward improvement of 
this weak binding affinity is prerequisite to utilize glutamine as a ligand. In this regard, multivalent effect offers a 
promising strategy because multiple ligand-transporter interaction can dramatically enhance the binding affinity 
associated with high transporter density on target cells14–16. In addition, such multivalent interaction is unlikely to 
occur on cell surface with low target receptor density16. Thus, it is hypothesized that multivalent glutamine ligand 
permits selective affinity to tumour cells overexpressing ASCT2.

Herein, on the basis of our hypothesis, we designed poly(L-lysine) derivatives having glutamine moieties at 
the side chain, and examined whether these glutamine-functionalized polymers can provide a selective high 
affinity to tumour cells overexpressing ASCT2 as shown in Fig. 1. Our results show that glutamine-functionalized 
polymer strongly interacted with dense ASCT2 on tumour cells. Moreover, this strong interaction was observed 
even in in vivo tumour tissue.

Results
Design and synthesis of glutamine-functionalized polymers.  A series of glutamine-functionalized 
polymers were synthesized by ring-opening polymerization of N-carboxyanhydride and subsequent modification 
of the side chain (Supplementary Fig. S1–S4). Briefly, azide-functionalized poly(L-lysine) was first synthesized by 
ring-opening polymerization of N-carboxyanhydride of ε-trifluoroacetyl-L-lysine and deprotection of trifluoro-
acetyl group. Then, the side chain was modified to have glutamine moieties through γ-amide linkage. It should 
be noted that modification of γ-amide group of glutamine is expected to tolerate the transporter-glutamine inter-
action as reported in a previous study, where glutamine analogues with γ-amide modification strongly inhibited 
ASCT2 function17. Finally, dibenzocyclooctyne modified Cy5 fluorescence dye was reacted with azide terminus 
of the polymer by copper-free click chemistry, for the detection of polymers by fluorescence in subsequent exper-
iments. The resulting polymers were termed as PLys(Gln)-n (Fig. 1a), where n is the mean degree of polymeriza-
tion (DP). In this design, polymer length is a crucial factor for multivalent interaction with surface transporters. 
Accordingly, the polymers having the different length (DP was 30, 50, and 100) were synthesized. Meanwhile, 
control polymers (termed as PLys(α-Glu)-n (Fig. 1b), n is DP) were prepared in the same manner with minor 
modification: glutamine moieties were changed to α-glutamyl moieties to investigate the effect of chemical 
structure of the side chain on binding affinity. Quantitative modification of lysine residue and narrow molecular 
weight distribution were confirmed for all polymers by 1H NMR and size exclusion chromatography, respectively 
(Supplementary Fig. S5–S12).

ASCT2 Expression.  We next evaluated the expression of ASCT2 in vivo and in vitro. Immunohistochemical 
analysis of a subcutaneous BxPC3 (human pancreatic cancer cell) tumour in a mouse with anti-human/murine 
ASCT2 antibody revealed that ASCT2 was distinctly overexpressed in the tumour compared to normal tissues 
(Fig. 2a, Supplementary Fig. S13), suggesting that ASCT2 can be a potential target transporter on cancer cells. 
Flow cytometric analysis also demonstrated the overexpression of ASCT2 on BxPC3 cells compared to the 
HEK293 (human embryonic kidney) cells (Fig. 2b,c). In addition, enzyme-linked immunosorbent assay (ELISA) 

Figure 1.  Design of glutamine-functionalized polymer and interaction of the polymer with cell surface. (a,b) 
Chemical structure of PLys(Gln)-n (a) and PLys(α-Glu)-n (b). (c) Illustration of interaction between the 
glutamine-functionalized polymer and cell surface. The polymer strongly interacts with tumour cell surface by 
multivalent interaction associated with high transporter density. In contrast, the polymer weakly interacts with 
normal cell surface because of low transporter density.
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revealed 4.8-fold higher expression of ASCT2 on BxPC3 cells compared to normal HEK293 cells (Supplementary 
Fig. S14). This overexpression ratio is in line with previous studies, where tumour cells showed approximately 2- 
to 10-fold higher expression of ASCT2 compared to their counterparts7, 18, 19. Thus, we used these cell lines for the 
assessment of interaction between the developed polymers and ASCT2 in in vitro studies.

Cellular Uptake Analysis.  To examine the cellular interaction of PLys(Gln)-n with cultured tumour cells, 
the flow cytometric analysis was performed. The cellular uptake was quantified by measuring Cy5 fluorescence 
intensity from the cells treated with the polymers (Fig. 3a). A series of PLys(Gln)-n exhibited DP-dependent 
uptake behaviour; PLys(Gln)-100 showed the highest uptake in BxPC3 cells, which was 9.7-fold and 18-fold 
higher than that of PLys(Gln)-50 and PLys(Gln)-30, respectively. Similar DP-dependent interaction was 
also observed in HepG2 (human liver cancer) cells (Supplementary Fig. S15), which overexpress ASCT2 
(Supplementary Fig. S14, ref. 20). According to a previous study, the interaction potency of multivalent polymeric 
ligand was exponentially enhanced by an increase of the polymer length21. Thus, this drastically high cellular 
uptake of PLys(Gln)-100 is probably due to the multivalent interaction between the polymer and the tumour cells.

To investigate the tumour specificity of PLys(Gln)-100, the time-dependent cellular uptake was evaluated 
using HEK293 cells as well as BxPC3 cells (Fig. 3b). PLys(Gln)-100 exhibited faster uptake in BxPC3 cells com-
pared to HEK293 cells. After 8 h incubation, PLys(Gln)-100 uptake in BxPC3 cells was 4.7-fold higher than that 
in HEK293 cells. These results are consistent with the scheme that PLys(Gln)-100 might strongly interact with 
tumour cells overexpressing ASCT2 through the strong multivalent effect, while weakly interacting with normal 
cells because of less binding sites as illustrated in Fig. 1c.

To get insight about the effect of chemical structure on this cellular interaction, we investigated the 
time-dependent cellular uptake of PLys(α-Glu)-100. This polymer was used as a control polymer because it has 
same molecular weight and neutral charge with PLys(Gln)-100 with the different position of free amine group 
at the side chain. As shown in Fig. 3c, PLys(α-Glu)-100 revealed slightly higher uptake in BxPC3 cells com-
pared to HEK293 cells. Considering that glutamate weakly interacted with ASCT222, 23, it could be assumed that 
PLys(α-Glu)-100 having glutamate-like structure at the side chain might interact with ASCT2 to some extent and 
exhibit multivalent effect. Consistent with this assumption, a series of PLys(α-Glu)-n also showed DP-dependent 
uptake behaviour in cultured cells (Supplementary Fig.  S16). However, compared to PLys(Gln)-100, 
PLys(α-Glu)-100 exhibited slower uptake in BxPC3 cells and lower uptake ratio between BxPC3 and HEK293 
cells. The relatively high affinity of PLys(Gln)-100 to tumour cells is probably due to its chemical structure at the 
side chain, which is similar to potent ASCT2 inhibitor having γ-amide modified glutamine structure17, 24.

Transporter Specificity.  To examine the transporter specificity of the developed polymers, cellular 
uptake was evaluated with several inhibitors for glutamine transporters: ASCT2, system A, system L, and sys-
tem N transporters. For their inhibitors, we used O-benzyl-L-serine (BzlSer, ASCT2 inhibitor), 2-(methyl-
amino)isobutyric acid (MeAIB, system A inhibitor), 2-amino-2-norbornanecarboxylic acid (BCH, system 
L inhibitor), and L-glutamine (Gln, system N inhibitor). As shown in Fig. 4a, only BzlSer exhibited strong 

Figure 2.  In vivo and in vitro expression of ASCT2. (a) Immunohistochemical analysis of tissues in mice 
bearing subcutaneous BxPC3 tumours. Red, anti-human/murine ASCT2 antibody; blue, nucleus. Scale bar, 100 
μm. (b,c) Flow cytometric analysis of ASCT2 expression on HEK293 cells (b) and BxPC3 cells (c). Red, anti-
human ASCT2 antibody; blue, isotype control IgG.
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concentration-dependent inhibitory effect, while the other inhibitors showed negligible inhibitory effect, indi-
cating the dominant contribution of ASCT2 to the uptake of PLys(Gln)-100. Similar inhibitory effects were also 
observed for PLys(Gln)-50 (Supplementary Fig. S17). Among above-mentioned glutamine transporters, ASCT2 
has relatively high affinity with glutamine (Michaelis constant (Km) is 20–60 μM12, 23, whereas the other transport-
ers has Km in the range of approximately 150–1600 μM25–28). Because of this relatively strong interaction between 
ASCT2 and glutamine molecule, ASCT2 could be a dominant target transporter for PLys(Gln)-n. Moreover, the 
overexpression of ASCT2 on BxPC3 cells as shown in Fig. 2c may also contribute to the dominant role of ASCT2 
for tumour cell-selective interaction of PLys(Gln)-n. Cellular uptake of PLys(α-Glu)-100 was also inhibited by 
only BzlSer while its inhibitory effect was higher compared to that of PLys(Gln)-100 (Fig. 4b), suggesting that 
PLys(α-Glu)-100 modestly interacted with ASCT2.

Subcellular Distribution of the Polymers.  Subcellular distribution of the polymer was then investigated 
using confocal laser scanning microscopy (CLSM) to assess the internalization of the polymers. As shown in 
Fig. 5a, in the BxPC3 cells incubated with PLys(Gln)-100 at 37 °C, the polymer (red) was located at intracellular 
space, and colocalized (yellow) with the late endosome/lysosome indicator, Lysotracker Red (green). In contrast, 
when BxPC3 cells were incubated with the polymer at 4 °C to suppress the endocytosis, the polymer was located 
only on the cellular membrane, and did not colocalize with the late endosome/lysosomes. In addition, mean 

Figure 3.  Cellular uptake analysis of the polymers. (a) Cellular uptake analysis in BxPC3 cells after 3 h 
incubation with the polymers. Data are mean ± S.D. (n = 3). p* < 0.001 (one-way ANOVA with Tukey’s multiple 
comparison test). (b,c) Time-dependent cellular uptake analysis of PLys(Gln)-100 (b) and PLys(α-Glu)-100 (c) 
in BxPC3 and HEK293 cells. Data are mean ± S.D. (n = 3). p** < 0.001 (two-way ANOVA with Tukey’s multiple 
comparison test).

Figure 4.  Cellular uptake analysis of PLys(Gln)-100 and PLys(α-Glu)-100 in the presence of transporter 
inhibitors. (a,b) Effect of inhibitors on cellular uptake of PLys(Gln)-100 (a) and PLys(α-Glu)-100 (b) in BxPC3 
cells (BzlSer, ASCT2 inhibitor; MeAIB, system A inhibitor; BCH, system L inhibitor; Gln, system N inhibitor). 
Data are mean ± S.D. (n = 3).
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fluorescence intensity from the cells incubated with the polymer at 4 °C was significantly lower compared to 
that of 37 °C incubation (Fig. 5c). These results indicate that PLys(Gln)-100 first attached to the cell membrane 
through the polymer-ASCT2 interaction, and the attached polymer was internalized by endocytosis. Note that 
similar behaviours in subcellular distribution were observed for PLys(α-Glu)-100 and PLys(Gln)-50 (Fig. 5b,d, 
Supplementary Fig. S18), indicating that these polymers were also internalized by endocytosis after interacting 
with ASCT2 on cell surface.

Binding Affinities of the Polymers to ASCT2 on Tumour Cells.  To evaluate the binding affinity of 
the polymers to ASCT2, cell-based competitive inhibition study was carried out using BzlSer. Because BzlSer 
is a competitive inhibitor for ASCT2 with an inhibition constant (Ki) of 0.9 mM29, apparent Kd values of these 
polymers can be estimated by assuming a simple inhibition model30. PLys(Gln)-100 showed apparent Kd value 
of 62 nM, which is comparable to the Kd value of potent ligands13. By contrast, Kd for PLys(Gln)-50 could not 
be estimated in this method since the inhibition curve of PLys(Gln)-50 indicated incomplete inhibition within 
the examined BzlSer concentration (Supplementary Fig. S19). Meanwhile, PLys(α-Glu)-100 showed apparent 
Kd value of 250 nM. The Kd values of PLys(Gln)-100 and PLys(α-Glu)-100 were consistent with cellular uptake 
behaviour as shown in Fig. 3.

In Vivo Tumour Retention.  Finally, to examine in vivo binding ability, the polymers were intratumorally 
injected to subcutaneous BxPC3 tumours in mice, and their retention in the tumour was evaluated by measuring 
fluorescence intensity at tumour site using in vivo imaging system (Fig. 6). PLys(Gln)-50 was most rapidly elim-
inated from the tumour because PLys(Gln)-50 had low binding affinity to ASCT2 on BxPC3 cells as discussed 
above. Compared with PLys(α-Glu)-100, PLys(Gln)-100 exhibited longer retention in the tumour. This prolonged 
retention of PLys(Gln)-100 can be attributed to its higher binding affinity to the tumour cells, which is in line with 
the apparent Kd values.

Discussion
Previous studies revealed potential of aberrant glutamine metabolism as a target of cancer therapy and diagnosis4, 7–11, 31,  
and this aberrant metabolism accompanies overexpression of the corresponding amino acid transporters includ-
ing ASCT26–8 as we also demonstrated in in vitro and in vivo (Fig. 2 and Supplementary Fig. S13). While previous 
research utilized increased cellular uptake of glutamine to visualize accelerated metabolism10, 11, 31, this study 

Figure 5.  Subcellular distribution of PLys(Gln)-100 and PLys(α-Glu)-100. (a,b) Confocal laser scanning 
microscopic images of BxPC3 cells after 3 h treatment with PLys(Gln)-100 (a) and PLys(α-Glu)-100 (b) at 37 °C 
(left) and 4 °C (right). Red, Cy5-labeled polymers; green, late endosome/lysosome; blue, nucleus. Scale bar, 20 
μm. (c,d) Cy5 fluorescence intensities of BxPC3 cells after 3 h treatment with PLys(Gln)-100 (c) and PLys(α-
Glu)-100 (d) at 37 °C and 4 °C. The cells were analysed using flow cytometer. Data are mean ± S.D. (n = 3). 
p* < 0.001 (Student’s t-test).
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focused on these overexpressed transporters on tumour cells, and developed the polymer functionalized with 
glutamine molecules for exerting selective affinity to tumour cells through multivalent effect.

Although exact mechanism of interaction between ASCT2 and glutamine or glutamine-analogues is not fully 
understood, a previous study has proposed key structures of glutamine-analogues to get a high affinity to ASCT2: 
α-amine and α-carboxyl groups for charge interaction, γ-amide group for hydrogen binding, and modified side 
chain for hydrophobic interaction17. As most potent ASCT2 inhibitors have α-amine and α-carboxyl groups, 
these chemical structures appeared to be important for glutamine-ASCT2 interaction. Indeed, PLys(Gln)-100 
that has α-amine and α-carboxyl groups at the side chain showed higher affinity both in in vitro and in vivo com-
pared to PLys(α-Glu)-100 although the difference between these polymers is just the position of amine group at 
the side chain. In addition to α-amine and α-carboxyl groups, glutamine-like structure should be important for 
achieving ASCT2 selective interaction because amino acids transporters generally recognize these functional 
groups. For instance, α-amine and α-carboxyl groups are key components for the substrates of system L trans-
porter 1 (LAT1)32, which is overexpressed on a variety of tumour cells33–35. Given that LAT1 is reported to be 
expressed on BxPC3 cells36, PLys(Gln)-100 was expected to interact with LAT1 as well as ASCT2 if amino acids 
transporters recognize just the side chain terminus of the polymers. However, as shown in Fig. 4a, LAT1 inhibitor 
BCH did not inhibit the PLys(Gln)-100 uptake in BxPC3 cells while ASCT2 inhibitor BzlSer strongly inhibited 
the uptake. This ASCT2-selective interaction of PLys(Gln)-100 suggests that ASCT2 may recognize not merely 
α-amine and α-carboxyl groups but whole glutamine-like structure (including γ-amide groups) of the side chain.

On the other hand, given that PLys(Gln)-100 and PLys(α-Glu)-100 has the same valency and density of the 
binding motifs, moderate interaction between PLys(α-Glu)-100 and ASCT2 might be attributed to the rec-
ognition of glutamate-like structure at the side chain by ASCT2. This explanation is consistent with previous 
reports, where glutamate did not interact with system L and system N glutamine transporters but weakly inter-
acted with ASCT222, 23, 27, 37. In addition, this glutamate-ASCT2 interaction was reported to be pH-dependent; 
a decrease of pH could enhance the interaction capacity of glutamate with ASCT217, 23. In line with this report, 
PLys(α-Glu)-100 showed higher uptake in BxPC3 cells at pH 6.5 compared to that at pH 7.4 (Supplementary 
Fig. S20). However, this increased cellular uptake of PLys(α-Glu)-100 at pH 6.5 was still lower than that of 
PLys(Gln)-100, indicating that even at the intratumoral pH (~ 6.5) PLys(Gln)-100 should be the preferred struc-
ture for achieving high affinity to ASCT2.

As aforementioned, the fine-tuning of DP and chemical structure at the side chain permits the selective 
interaction of the polymer to dense ASCT2. Given that the overexpression ratio of ASCT2 between BxPC3 and 

Figure 6.  In vivo tumour retention of the polymers after intratumoral injection. (a) Representative images of 
mice bearing subcutaneous BxPC3 tumours after intratumoral injection of the polymers. Images were taken 
by in vivo imaging system (IVIS). (b) Cy5 fluorescence intensities from the intratumorally injected polymers 
at subcutaneous BxPC3 tumour. Data are mean ± S.D. (n = 3). p* < 0.05, p** < 0.01 (two-way ANOVA with 
Tukey’s multiple comparison test).
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HEK293 cells (Supplementary Fig. S14) is comparable to that in clinical studies7, 18, 19, the tumour-selective inter-
action of the polymer as shown in Fig. 3 strongly indicates the potential in vivo activity of our synthesized poly-
mer for tumour-targeting ligand. In our synthetic strategy, the Cy5 fluorescence dye can be easily replaced with 
the other functional molecules including drugs, diagnostic agents, and functional macromolecules. Hence, the 
glutamine-based ligand would be potentially useful as a versatile platform for delivering such functional mole-
cules to diseased sites related to aberrant glutamine metabolism. However, systemic application of this polymer 
still requires optimization. For example, PLys(Gln)-100 would be rapidly eliminated from the body because the 
molecular weight of the polymer is lower than the threshold of renal clearance38; it would have few chances of 
interacting with tumour tissue after systemic administration. Thus, the design of glutamine-based ligand with 
suitable architecture for long blood circulation and appropriate binding affinity to the target cell is our future 
interests.

In summary, we developed the novel glutamine-functionalized polymer with a high affinity to tumour cells 
overexpressing glutaminolysis-related transporter ASCT2. The glutamine-functionalized polymer exhibited 
enhanced cellular uptake in the cultured cells by strong interaction with ASCT2. Even in in vivo environment, 
the glutamine-functionalized polymer showed prolonged retention at tumour site, indicating the potent binding 
affinity to tumour. To the best of our knowledge, this is the first report utilizing glutamine as a functional mole-
cule showing a high affinity to tumour cells, inspired by tumour-associated metabolism. This study offers a fun-
damental molecular design to target dense transporters associated with tumour-specific aberrant metabolisms.

Methods
Materials.  N-Carboxyanhydride of ε-trifluoroacetyl-L-lysine (NCA-Lys(TFA)) was purchased from 
Chuo Kasei Co., Ltd. (Osaka, Japan). MeAIB was purchased from Tokyo Chemical Industry Co., Ltd. (Tokyo, 
Japan). 11-Azido-3,6,9-trioxaundecan-1-amine, Boc-L-glutamic acid 1-benzyl ester (Boc-Glu-OBzl), Boc-L-
glutamic acid 5-benzyl ester (Boc-Glu(OBzl)-OH), RPMI 1640 medium, Dulbecco’s modified Eagle’s medium 
(DMEM), penicillin/streptomycin, BCH, and trypsin/EDTA were purchased from Sigma Aldrich Corporation 
(St. Louis, MO). Dimethylsulfoxide (DMSO), triethylamine (TEA), N-methyl-2-pyrolidone (NMP), BzlSer, 
Gln, 4-(4,6-dimethoxy-1,3,5-triazin-2-yl)-4-methylmorpholinium chloride (DMT-MM), and D-PBS(-) were 
purchased from Wako Pure Chemical Industries, Ltd. (Osaka, Japan). DMSO was purified by distillation under 
reduced pressure before use. Dibenzocyclooctyne-Cy5 (Cy5-DBCO) was purchased from Click Chemistry Tools 
(Scottsdale, AZ). Fetal bovine serum (FBS), and Hoechst 33342 were purchased from Thermo Fisher Scientific, 
Inc. (Waltham, MA). Bovine serum albumin (BSA) was purchased from Nacalai Tesque, Inc. (Kyoto, Japan).

Cell lines and animals.  BxPC3 cells, HEK293 cells, and HepG2 cells were purchased from ATCC (Manassas, 
VA). BxPC3 cells were cultured under a humidified atmosphere containing 5% CO2 at 37 °C in RPMI 1640 sup-
plemented with 10% FBS and 1% penicillin/streptomycin. HEK293 cells and HepG2 cells were cultured under a 
humidified atmosphere containing 5% CO2 at 37 °C in DMEM supplemented with 10% FBS and 1% penicillin/
streptomycin. BALB/c nu/nu mice (female, 4 weeks old) were purchased from Charles River Laboratories Japan, 
Inc. (Yokohama, Japan). All animal experiments were approved by the Animal Care and Use Committee of Tokyo 
Institute of Technology, and performed in accordance with the Guidelines for the Care and Use of Laboratory 
Animals as stated by Tokyo Institute of Technology.

Immunohistochemistry.  To establish the BxPC3 xenograft model, the cells (5.0 × 106 cells) were subcu-
taneously inoculated to BALB/c nu/nu mice. When tumour volume reached approximately 150 mm3, the mice 
were perfused using saline and fixed using 4% paraformaldehyde. Tissues were excised and frozen in OCT com-
pound (Sakura Finetek Japan Co., Ltd., Tokyo, Japan). The frozen samples were sectioned at 4-μm thickness and 
washed with PBS. After 1 h blocking treatment using 5% skim milk in PBS, the sections were incubated with 
rabbit anti-human/murine ASCT2 polyclonal antibody (1:100 dilution in PBS containing 5% skim milk, LSBio, 
Seattle, WA) overnight at 4 °C. Then, the sections were washed with PBS three times, incubated with Alexa Fluor 
568-conjugated goat anti-rabbit IgG (1:800 dilution in PBS containing 5% skim milk, Thermo Fischer Scientific) 
at ambient temperature for 45 min. After washing with PBS three times, the sections were incubated with Hoechst 
33342 (1:1000 dilution in PBS) for staining the nuclei, and mounted in Vectashield mounting media (Vector 
Laboratories, Burlingame, CA). The obtained tissue sections were observed using a fluorescence microscope 
(BZ-X710, Keyence, Osaka, Japan).

Flow cytometric analysis of ASCT2 expression.  BxPC3 cells and HEK293 cells (2.0 × 105 cells) were 
transferred into 1.5 mL tube and washed with assay buffer (PBS containing 1% BSA). Then, the cells were resus-
pended in 100 μL of rabbit anti-human ASCT2 polyclonal antibody solution (1:50 dilution in the assay buffer, 
Santa Cruz Biotechnology, Dallas, TX) or isotype control rabbit IgG solution (1:250 dilution in the assay buffer, 
abcam, Cambridge, MA) and incubated for 1.5 h on ice. The cells were washed twice with 500 μL of the assay 
buffer and resuspended in 100 μL of DyLight 650-conjugated anti-rabbit IgG solution (1:500 dilution in the assay 
buffer, abcam). After 45 min incubation on ice in the dark, the cells were washed twice with 500 μL of the assay 
buffer and resuspended in the 500 μL of the assay buffer, followed by analysis using flow cytometer (Guava easy-
Cyte 6-2 L, Merck Millipore, Billerica, MA) (ex/em = 642 nm/661 nm).

Synthesis of azide-functionalized poly(L-lysine) (azide-PLys).  A series of azide-PLys-n (n is the 
polymerization degree of Lys unit) were synthesized by ring-opening polymerization of NCA-Lys(TFA) and sub-
sequent deprotection of trifluoroacetyl group (Supplementary Fig. S1). Briefly, for the synthesis of azide-PLys-100, 
the NCA-Lys(TFA) (2.16 g, 8.1 mmol) was polymerized in distilled DMSO (10 mL) initiated by 11-azido-3,6,9-
trioxaundecan-1-amine (16 μl, 0.081 mmol) at room temperature for 3 days under argon atmosphere. The poly-
mer was purified by dialysis against MeOH (MWCO: 1,000). The dialyzed solution in MeOH was then evaporated 
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and dried in vacuo to obtain azide-PLys(TFA)-100 (1.73 g, yield = 92%). The polydispersity (Mw/Mn) of the 
obtained polymer was determined to be 1.2 by gel permeation chromatography [column: TSK-gel superAW3000, 
superAW4000, and superAWL-guard column (Tosoh Corporation, Yamaguchi, Japan); eluent: NMP contain-
ing 50 mM LiBr; flow rate: 0.3 ml/min; detector: refractive index (RI); temperature: 40 °C]. Then, the obtained 
azide-PLys(TFA)-100 (1.0 g) was dissolved in 5 N NaOH aq./MeOH (1:4 (v/v), 20 mL) and stirred at room tem-
perature for 8 h to deprotect trifluoroacetyl group. The reaction mixture was purified by dialysis against 0.01 N 
HCl aqueous solution and subsequent deionized water (MWCO: 1,000), followed by lyophilisation to afford 
azide-PLys-100 (0.545 g, yield = 74%). The degree of polymerization was calculated to be 103 from the proton 
ratio of the ethylene groups of initiator (δ = 3.4–3.8 ppm) to the butylene groups of Lys (δ = 1.3–1.9 and 2.9 ppm) 
in the 1H NMR (AVANCE III 400, Bruker, Billerica, MA) spectrum (solvent: D2O). 1H NMR (400 MHz, D2O): 
δ(ppm) = 1.3–1.9 (618 H, -CH2CH2CH2CH2NH3), 2.9 (206 H, -CH2CH2CH2CH2NH3), 3.4–3.8 (16 H, -CH2CH2O- 
of initiator), 4.3 (103 H, -COCHNH-). Azide-PLys-30 and azide-PLys-50 were synthesized in the same procedure. 
The polydispersity index (Mw/Mn) of both azide-PLys(TFA)-30 and azide-PLys(TFA)-50 was determined to be 
1.1. The degree of polymerization of azide-PLys-30 and azide-PLys-50 was calculated to be 29 and 51, respectively.

Synthesis of glutamine-modified azide-PLys (azide-PLys(Gln)) and α-glutamate-modified 
azide-PLys (azide-PLys(α-Glu)).  Azide-PLys(Gln) and azide-PLys(α-Glu) were synthesized by conden-
sation reaction and deprotection reaction (Supplementary Fig. S2, S3). For the synthesis of azide-PLys(Gln), 
Boc-Glu-OBzl (121 mg, 0.36 mmol) and DMT-MM (249 mg, 0.90 mmol) were added to a solution of azide-PLys-100 
(30 mg, 0.0017 mmol) in a mixture of DMSO (5 mL) and TEA (0.5 mL). The reaction mixture was stirred overnight 
at room temperature, and then purified by dialysis against MeOH (MWCO: 6–8,000). After dialysis, the residue 
was evaporated and dried in vacuo to obtain azide-PLys(Boc-Glu-OBzl)-100 in powder form (83 mg, yield > 99%). 
Quantitative installation of Boc-Glu-OBzl was confirmed by the proton ratio of phenyl group of Boc-Glu-OBzl 
(δ = 7.3 ppm) and methylene group of Lys (δ = 3.1 ppm) in the 1H NMR spectrum (solvent: MeOD). To depro-
tect Bzl group, the obtained polymer was dissolved in a mixture of 0.5 N NaOH aq. (3 mL) and MeOH (3 mL). 
After stirring at room temperature for 18 h, the reaction mixture was purified by dialysis against deionized water 
(MWCO: 6–8,000), followed by lyophilisation. Complete deprotection of Bzl group was confirmed by 1H NMR 
spectrum (solvent: D2O). To deprotect the Boc group, the polymer was dissolved in a mixture of 3 N HCl (3 mL) 
and AcOH (3 mL), and stirred at room temperature for 18 h. The reaction mixture was purified by dialysis against 
deionized water (MWCO: 6–8,000) and freeze-dried to afford azide-PLys(Gln)-100 (46 mg, yield = 85%). 1H NMR 
(400 MHz, D2O): δ(ppm) = 1.3–1.9 (618 H, -CH2CH2CH2CH2NHCO-), 2.1–2.4 (412 H, -NHCOCH2CH2CH-), 3.1 
(206 H, -CH2CH2CH2CH2NH3), 3.4–3.7 (16 H, -CH2CH2O- of initiator), 4.3 (103 H, -COCHNH-), 3.8 (103 H, 
-NHCOCH2CH2CH-). Azide-PLys(Gln)-50 and azide-PLys(Gln)-30 were synthesized in the same procedure. For 
the synthesis of azide-PLys(α-Glu), Boc-Glu(OBzl)-OH was used instead of Boc-Glu-OBzl.

Cy5 conjugation to azide-PLys(Gln) and azide-PLys(α-Glu).  Dibenzocyclooctyne-Cy5 dye 
(Cy5-DBCO) was conjugated to azide-PLys(Gln) and azide-PLys(α-Glu) by copper-free click chemistry to 
afford PLys(Gln) and PLys(α-Glu) as shown in Supplementary Fig. S4, S5. For the synthesis of PLys(Gln)-100, 
azide-PLys(Gln)-100 (46 mg, 0.0015 mmol) and Cy5-DBCO (0.5 mg, 0.00050 mmol) was dissolved in 10 mM 
NaHCO3 aqueous solution (2 mL, pH 7.4) and stirred overnight at room temperature. The reaction mixture was 
purified by dialysis against deionized water (MWCO: 6–8,000). After freeze-drying, the crude product was dissolved 
in 1 M NaCl aqueous solution and further purified by PD-10 column (Sephadex G-25, GE Healthcare Ltd., UK), fol-
lowed by dialysis against deionized water (MWCO: 6–8,000) and lyophilisation. The PLys(Gln)-100 was obtained as 
a blue powder (32 mg, yield = 70%). PLys(Gln)-n (n = 50, 30) or PLys(α-Glu)-n (n = 100, 50, 30) were synthesized 
in the same procedure. The final products were characterized by size exclusion chromatography [column: Superdex 
200 increase 10/300GL (GE Healthcare Ltd); eluent: 10 mM phosphate buffer (pH 7.4) containing 150 mM NaCl; 
flow rate: 0.6 ml/min; temperature: room temperature; detector: fluorescence (ex/em = 620 nm/670 nm)].

Cellular uptake analysis.  BxPC3 cells, HEK293 cells, and HepG2 cells (5.0 × 104 cells/well) were seeded 
into 24-well plates and incubated at 37 °C for 24 h. The cells were washed with PBS, and incubated in 500 μl of 
assay buffer (PBS containing 10% FBS) with 1 μM of PLys(Gln)-n or PLys(α-Glu)-n. After 3 h incubation at 37 °C, 
the cells were washed twice with PBS, treated with 150 μL of trypsin, and suspended with 300 μl of the assay buffer. 
Cy5 fluorescence intensities of the cells were measured using the flow cytometer (ex/em = 642 nm/664 nm).

Time-dependent cellular uptake analysis.  The procedure of time-dependent cellular uptake study was 
same in cellular uptake study described above except for incubation time with the polymers. Incubation time with 
the polymers was changed to 1, 2, 4, or 8 h.

Cellular uptake analysis with inhibitors.  Cellular uptake of the polymers was evaluated in the presence 
of specific inhibitors (BzlSer, ASCT2 inhibitor; MeAIB, system A inhibitor; BCH, system L inhibitor; Gln, system 
N inhibitor) in a concentration ranging from 2.5 mM to 10 mM. The procedure was same as the cellular uptake 
study except for the addition of inhibitors to the polymer solution. The data are expressed as a percentage of fluo-
rescence intensity obtained from the cells treated without any inhibitor.

Confocal laser scanning microscopic observation.  To visualize the subcellular distribution of the pol-
ymers, BxPC3 cells treated with each polymer at 37 °C or 4 °C were observed using a confocal laser scanning 
microscope (LSM710, Carl Zeiss, Oberkochen, Germany). BxPC3 cells (5 × 104 cells/dish) were seeded into 35 
mm glass-based dish (Asahi Glass Co., Ltd., Tokyo, Japan) and incubated at 37 °C for 24 h. For the treatment at 
37 °C, the cells were washed with PBS, and incubated in 1 mL of PBS with 10% FBS and 1 μM of the polymer at 
37 °C for 2.5 h. To stain late endosome/lysosome and nuclei, LysoTracker Red (Thermo Fischer Scientific) and 
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Hoechst 33342 were added to the solution. After additional 30 min incubation at 37 °C, the cells were washed 
twice with PBS, and observed in fresh medium using LSM710 equipped with an incubator (37 °C, 5% CO2 in 
humidified atmosphere). For the treatment at 4 °C, the cells were cooled at 4 °C for 10 min and washed with 
cold PBS, followed by incubation in 1 mL of PBS with 10% FBS and 1 μM of the polymers at 4 °C for 2.5 h. Then, 
LysoTracker Red and Hoechst 33342 were added to the solution, and the cells were incubated at 4 °C for another 
30 min. The cells were washed twice with cold PBS, fixed with 4% paraformaldehyde in PBS, and observed in fresh 
PBS using LSM710. Cy5, LysoTracker Red, and Hoechst 33342 were excited using laser light at 633 nm, 561 nm, 
and 405 nm, respectively.

Cellular uptake at 4 °C.  BxPC3 cells (5.0 × 104 cells/well) were seeded into 24-well plates and incubated at 
37 °C for 24 h. The cells were cooled at 4 °C for 10 min and washed with cold PBS, followed by the incubation in 
500 µl of the assay buffer (10% FBS in PBS) containing 1 μM of the polymers. After 3 h incubation at 4 °C, the cells 
were washed twice with cold PBS, detached with 150 μL of trypsin, and suspended with 300 μL of the assay buffer. 
The cells were analysed using flow cytometer, and the obtained Cy5 fluorescence intensities were expressed as a 
percentage of the fluorescence intensity obtained from cells treated at 37 °C.

Cell-based competitive inhibition.  BxPC3 cells (5.0 × 104 cells/well) were seeded into 24-well plates and 
incubated at 37 °C for 24 h. For the inhibition of PLys(Gln)-100, the cells were cooled at 4 °C for 10 min, washed 
with cold PBS, followed by incubation at 4 °C for 2 h in 500 μL of the assay buffer (10% FBS in PBS) containing 1 
μM of PLys(Gln)-100 and BzlSer in a concentration ranging from 30 mM to 0.04 mM. After the incubation, the 
cells were washed with cold PBS, treated with 150 μL of trypsin, and suspended with 300 μL of the assay buffer. 
The cells were analysed using flow cytometer, and half maximal inhibitory concentrations (IC50) of BzlSer were 
calculated. Apparent dissociation constant (Kd) of the polymers were estimated using the obtained IC50 values, 
following Cheng-Prusoff equation (1)30, 39:

= × −K K L IC K[ ]/( ) (1)d i i50

where Ki is the apparent inhibition constant of BzlSer for ASCT2 (0.9 mM), and [L] is the polymer concentra-
tion in this assay. For the inhibition of PLys(Gln)-50 and PLys(α-Glu)-100, concentration of both polymers was 
changed to 3 μM.

In vivo tumour retention.  To establish the BxPC3 xenograft model, the cells (5.0 × 106 cells) were sub-
cutaneously inoculated to BALB/c nu/nu mice (female, 4 weeks old). When average tumour volume reached 
approximately 150 mm3, 20 μl of PLys(Gln)-100, PLys(Gln)-50, or PLys(α-Glu)-100 solution (40 μM in PBS) 
was intratumorally injected (n = 3). At 0.25, 1, 4, and 8 h after injection, the mice were imaged by in vivo imaging 
system (IVIS, Perkin Elmer, Waltham, MA) using 640 nm/680 nm ex/em filter. Average radiant efficiency of the 
tumour region was quantified using Living Image software.

Statistical analysis.  Statistical analysis was performed using Student’s t-test for the comparison of the mean 
between two groups, and ANOVA with Tukey’s multiple comparison test for the comparison of the mean among 
more than three groups. The p values less than 0.05 were considered as statistically significant.

References
	 1.	 Cairns, R. A., Harris, I. S. & Mak, T. W. Regulation of cancer cell metabolism. Nat. Rev. Cancer 11, 85–95 (2011).
	 2.	 Galluzzi, L., Kepp, O., Vander Heiden, M. G. & Kroemer, G. Metabolic targets for cancer therapy. Nat. Rev. Drug Discov. 12, 829–46 (2013).
	 3.	 Vander Heiden, M. G., Cantley, L. C. & Thompson, C. B. Understanding the Warburg effect: the metabolic requirements of cell 

proliferation. Science (80-.) 324, 1029–33 (2009).
	 4.	 Jin, L., Alesi, G. N. & Kang, S. Glutaminolysis as a target for cancer therapy. Oncogene 35, 3619–25 (2016).
	 5.	 Son, J. et al. Glutamine supports pancreatic cancer growth through a KRAS-regulated metabolic pathway. Nature 496, 101–105 (2013).
	 6.	 Bode, B. P. et al. Molecular and functional analysis of glutamine uptake in human hepatoma and liver-derived cells. Am. J. Physiol. 

Gastrointest. Liver Physiol. 283, G1062–73 (2002).
	 7.	 Wang, Q. et al. Targeting ASCT2-mediated glutamine uptake blocks prostate cancer growth and tumour development. J. Pathol. 236, 

278–89 (2015).
	 8.	 van Geldermalsen, M. et al. ASCT2/SLC1A5 controls glutamine uptake and tumour growth in triple-negative basal-like breast 

cancer. Oncogene 35, 3201–8 (2016).
	 9.	 Wang, Q. et al. Targeting glutamine transport to suppress melanoma cell growth. Int. J. cancer 135, 1060–71 (2014).
	10.	 Venneti, S. et al. Glutamine-based PET imaging facilitates enhanced metabolic evaluation of gliomas in vivo. Sci. Transl. Med. 7, 

274ra17–274ra17 (2015).
	11.	 Wu, Z. et al. [18 F](2 S, 4 S)-4-(3-Fluoropropyl)glutamine as a Tumor Imaging Agent. Mol. Pharm. 11, 3852–3866 (2014).
	12.	 Scalise, M. et al. Transport mechanism and regulatory properties of the human amino acid transporter ASCT2 (SLC1A5). Amino 

Acids 46, 2463–2475 (2014).
	13.	 Srinivasarao, M., Galliford, C. V. & Low, P. S. Principles in the design of ligand-targeted cancer therapeutics and imaging agents. Nat. 

Rev. Drug Discov. 14, 203–219 (2015).
	14.	 Wang, S. & Dormidontova, E. E. Nanoparticle Design Optimization for Enhanced Targeting: Monte Carlo Simulations. 

Biomacromolecules 11, 1785–1795 (2010).
	15.	 Dubacheva, G. V. et al. Superselective Targeting Using Multivalent Polymers. J. Am. Chem. Soc. 136, 1722–1725 (2014).
	16.	 Silpe, J. E. et al. Avidity Modulation of Folate-Targeted Multivalent Dendrimers for Evaluating Biophysical Models of Cancer 

Targeting Nanoparticles. ACS Chem. Biol. 8, 2063–2071 (2013).
	17.	 Esslinger, C. S., Cybulski, K. A. & Rhoderick, J. F. Nγ-Aryl glutamine analogues as probes of the ASCT2 neutral amino acid 

transporter binding site. Bioorg. Med. Chem. 13, 1111–1118 (2005).
	18.	 Huang, F. et al. Upregulated SLC1A5 promotes cell growth and survival in colorectal cancer. Int J Clin Exp Pathol 7, 6006–6014 (2014).
	19.	 Alves, M. J. F., Uno, M., da Silva, R., Oba-Shinjo, S. M. & Marie, S. K. N. The expression of the aminoacid transporters ASCT2 

(SLC1A5) and LAT1 (SLC7A5) in astrocytomas. Med. Express 3, 1–8 (2016).



www.nature.com/scientificreports/

1 0SCIentIfIC REPOrTS | 7: 6077 | DOI:10.1038/s41598-017-06438-y

	20.	 Bungard, C. I. & McGivan, J. D. Glutamine availability up-regulates expression of the amino acid transporter protein ASCT2 in 
HepG2 cells and stimulates the ASCT2 promoter. Biochem. J. 382, 27–32 (2004).

	21.	 Kanai, M., Mortell, K. H. & Kiessling, L. L. Varying the Size of Multivalent Ligands: The Dependence of Concanavalin A Binding on 
Neoglycopolymer Length. J. Am. Chem. Soc. 119, 9931–9932 (1997).

	22.	 Bröer, A. et al. The astroglial ASCT2 amino acid transporter as a mediator of glutamine efflux. J. Neurochem. 73, 2184–94 (1999).
	23.	 Utsunomiya-Tate, N., Endou, H. & Kanai, Y. Cloning and functional characterization of a system ASC-like Na + -dependent neutral 

amino acid transporter. J. Biol. Chem. 271, 14883–90 (1996).
	24.	 Schulte, M. L., Dawson, E. S., Saleh, Sa, Cuthbertson, M. L. & Manning, H. C. 2-Substituted Nγ-glutamylanilides as novel probes of 

ASCT2 with improved potency. Bioorg. Med. Chem. Lett. 25, 113–116 (2015).
	25.	 Mackenzie, B. & Erickson, J. D. Sodium-coupled neutral amino acid (System N/A) transporters of the SLC38 gene family. Pflugers 

Arch. 447, 784–95 (2004).
	26.	 Yao, D. et al. A Novel System A Isoform Mediating Na+/Neutral Amino Acid Cotransport. J. Biol. Chem. 275, 22790–22797 (2000).
	27.	 Yanagida, O. et al. Human L-type amino acid transporter 1 (LAT1): characterization of function and expression in tumor cell lines. 

Biochim. Biophys. Acta 1514, 291–302 (2001).
	28.	 Segawa, H. et al. Identification and functional characterization of a Na+-independent neutral amino acid transporter with broad 

substrate selectivity. J. Biol. Chem. 274, 19745–51 (1999).
	29.	 Grewer, C. & Grabsch, E. New inhibitors for the neutral amino acid transporter ASCT2 reveal its Na+-dependent anion leak. J. 

Physiol. 557, 747–759 (2004).
	30.	 Monestier, M. et al. ASGPR-Mediated Uptake of Multivalent Glycoconjugates for Drug Delivery in Hepatocytes. ChemBioChem 17, 

590–594 (2016).
	31.	 Ploessl, K., Wang, L., Lieberman, B. P., Qu, W. & Kung, H. F. Comparative Evaluation of 18F-Labeled Glutamic Acid and Glutamine 

as Tumor Metabolic Imaging Agents. J. Nucl. Med. 53, 1616–1624 (2012).
	32.	 Rautio, J., Gynther, M. & Laine, K. LAT1-mediated prodrug uptake: a way to breach the blood–brain barrier? Ther. Deliv. 4, 281–284 (2013).
	33.	 Wang, Q. & Holst, J. L-type amino acid transport and cancer: targeting the mTORC1 pathway to inhibit neoplasia. Am. J. Cancer Res. 

5, 1281–94 (2015).
	34.	 Wongthai, P. et al. Boronophenylalanine, a boron delivery agent for boron neutron capture therapy, is transported by ATB 0, +, 

LAT1 and LAT2. Cancer Sci. 106, 279–286 (2015).
	35.	 Wiriyasermkul, P. et al. Transport of 3-Fluoro-L–Methyl-Tyrosine by Tumor-Upregulated L-Type Amino Acid Transporter 1: A 

Cause of the Tumor Uptake in PET. J. Nucl. Med. 53, 1253–1261 (2012).
	36.	 Hitoshi, E., Yoshikatsu, K., Kunio, S. & Koji, O. Aromatic Amino Acid Derivative with LAT1 Inhibitory Activity, LAT1 Inhibitor 

Containing the Same and Method for Producing the Same. (2008).
	37.	 Nakanishi, T. et al. Structure, Function, and Tissue Expression Pattern of Human SN2, a Subtype of the Amino Acid Transport 

System N. Biochem. Biophys. Res. Commun. 281, 1343–1348 (2001).
	38.	 Fox, M. E., Szoka, F. C. & Fre ́chet, J. M. J. Soluble Polymer Carriers for the Treatment of Cancer: The Importance of Molecular 

Architecture. Acc. Chem. Res. 42, 1141–1151 (2009).
	39.	 Yung-Chi, C. & Prusoff, W. H. Relationship between the inhibition constant (KI) and the concentration of inhibitor which causes 50 

per cent inhibition (I50) of an enzymatic reaction. Biochem. Pharmacol. 22, 3099–3108 (1973).

Acknowledgements
We thank Division of Materials Analysis Suzukake-dai, Technical Department, Tokyo Institute of Technology, 
for 1H NMR analysis. We thank Dr. Yi-Ting Chiang, Mr. Takanori Inaba, and Mr. Junhyun Kim for assistance 
of animal experiments. This work was supported by Basic Science and Platform Technology Program for 
Innovative Biological Medicine (Project No. 15am0301008h0002) from Japan Agency for Medical Research and 
Development (AMED), the Project for Cancer Research And Therapeutic Evolution (P-CREATE) (Project No. 
16cm0106202h0001) from AMED, Center of Innovation (COI) program from Japan Science and Technology 
Agency (JST), JSPS KAKENHI Grant-in-Aid for JSPS Research Fellow (No. 16J10727) to N.Y. from the Japan 
Society for the Promotion of Science (JSPS), JSPS KAKENHI Grant-in-Aid for Young Scientists (B) (15K16331) 
to H. T. from JSPS, and by JSPS KAKENHI Grant Numbers 15H04635 and 16K15104 to N. N. from JSPS. This 
work was also partially supported by Takeda Science Foundation.

Author Contributions
N.Y. and Y.H. designed and performed all the experiments. N.Y. wrote the manuscript. H.T. assisted with 
synthesis and characterization of the polymers. T.N. advised on in vivo study and edited the manuscript. M.Ma. 
assisted with immunohistochemistry and in vivo study. K.T. advised on in vitro study. M.K., H.I., and M.Mo. 
advised on the concept of whole project. N.N. edited the manuscript and supervised the whole project.

Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-06438-y
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://dx.doi.org/10.1038/s41598-017-06438-y
http://creativecommons.org/licenses/by/4.0/

	Engineering Tumour Cell-Binding Synthetic Polymers with Sensing Dense Transporters Associated with Aberrant Glutamine Metab ...
	Results

	Design and synthesis of glutamine-functionalized polymers. 
	ASCT2 Expression. 
	Cellular Uptake Analysis. 
	Transporter Specificity. 
	Subcellular Distribution of the Polymers. 
	Binding Affinities of the Polymers to ASCT2 on Tumour Cells. 
	In Vivo Tumour Retention. 

	Discussion

	Methods

	Materials. 
	Cell lines and animals. 
	Immunohistochemistry. 
	Flow cytometric analysis of ASCT2 expression. 
	Synthesis of azide-functionalized poly(L-lysine) (azide-PLys). 
	Synthesis of glutamine-modified azide-PLys (azide-PLys(Gln)) and α-glutamate-modified azide-PLys (azide-PLys(α-Glu)). 
	Cy5 conjugation to azide-PLys(Gln) and azide-PLys(α-Glu). 
	Cellular uptake analysis. 
	Time-dependent cellular uptake analysis. 
	Cellular uptake analysis with inhibitors. 
	Confocal laser scanning microscopic observation. 
	Cellular uptake at 4 °C. 
	Cell-based competitive inhibition. 
	In vivo tumour retention. 
	Statistical analysis. 

	Acknowledgements

	Figure 1 Design of glutamine-functionalized polymer and interaction of the polymer with cell surface.
	Figure 2 In vivo and in vitro expression of ASCT2.
	Figure 3 Cellular uptake analysis of the polymers.
	Figure 4 Cellular uptake analysis of PLys(Gln)-100 and PLys(α-Glu)-100 in the presence of transporter inhibitors.
	Figure 5 Subcellular distribution of PLys(Gln)-100 and PLys(α-Glu)-100.
	Figure 6 In vivo tumour retention of the polymers after intratumoral injection.


