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Abstract: Hepatocellular carcinoma (HCC) is a malignant tumor with high morbidity and mortality
on a global scale, and the development of accurate detection and imaging methods for HCC cells is
urgently needed. Herein, by connecting peptide L5, which can specifically bind to the overexpressed
Glypican-3 (GPC-3) protein of HCC cells with aggregation-induced emission (AIE) moiety ammonium
cation-functionalized 9,10-distyrylanthracene (NDSA) via the “click” reaction, we synthesized a
fluorescent probe NDSA-L5. In an aqueous solution, the probe shows weak emission, whereas, in the
presence of the GPC-3 protein, bright fluorescence can be obtained since NDSA-L5 binds to the GPC-3
protein, leading to the restricted intramolecular movement of AIE-active NDSA-L5. The imaging
and flow cytometry experiments demonstrate that the NDSA-L5 probe can rapidly accumulate in the
subcutaneous HCC cells and liver tumor tissue and shows a potential application in early detection
and surgical navigation for HCC cancer.

Keywords: hepatocellular carcinoma (HCC); Glypican-3; aggregation-induced emission (AIE);
cells imaging

1. Introduction

Cancer, as one of the most severe diseases threatening the health of human beings, has
been arousing significant attention from researchers [1–3]. Among these, hepatocellular
carcinoma (HCC) is a highly aggressive liver malignant tumor with the characteristics
of high clinical incidence and inconspicuous early symptoms [4,5]. Existing therapeutic
methods such as surgical resection, radiotherapy, and chemotherapy only have relatively
good effects on patients with early hepatocellular carcinoma, but poor effects on advanced
HCC [6,7]. Therefore, a fast and efficient method to accurately detect HCC and assess the
distribution of HCC cells in the early stage has become a key issue in HCC research [8–11].

Compared with normal cells, cancer cells have the characteristics of expressed specific
proteins or overexpressed specific proteins, which can act as biomarkers for accurate cancer
identification [12–14]. Glypican-3 (GPC-3), a sulfated acetylglycoprotein existing on the
surface of cell membranes, is anchored on the cell surface through an ankyrin-glycosyl
phosphatidylinositol anchor membrane protein (glycosyl phosphatidylinositol GPI) and
combines with heparin-binding proteins such as growth factors to play an important role
in regulating cell growth and differentiation [15–18]. Comparing the common benign liver
disease focal nodular hyperplasia (FNH) and liver cirrhosis tissue with the liver cancer
tissue, GPC-3 is highly expressed in the tissue with liver cancers and even overexpressed
in HCC tissues [19,20]. However, GPC-3 is less or not expressed in tissues with most other
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cancers [21,22], indicating that it can help to distinguish HCC from benign liver nodules
and has obvious sensitivity and specificity for the diagnosis of HCC, thus can be used as a
marker for identifying HCC-specific tumors.

Various imaging techniques have been used in HCC detection, such as Fluorescence
microscopy [23,24], Positron Emission Computed Tomography (PET) [25], Computed Tomog-
raphy (CT) [26], and Magnetic Resonance Imaging (MRI) [27,28]. Among them, fluorescence
imaging has been a powerful tool for the in situ real-time detection of biomarkers owing to its
good sensitivity and selectivity in living systems. Up to now, several fluorescence imaging
probes have been made for GPC-3-specific detection. For example, GPC3-specific fluorescent
nanoparticles containing Alexa Flour 645 were used to achieve HCC visualization [29]. A
specific strategy for distinguishing GPC-3-expressed tumor tissue from healthy livers can be
realized by utilizing a Cy5.5-based probe [30].

However, these fluorescent probes were usually based on conventional organic dyes.
The accumulation of these fluorogens in cells often leads to high local concentrations, which
usually result in low fluorescent quantum yield due to the aggregation-caused quenching
effect. Recently, the fluorophores with aggregation-induced emission (AIE) provided new
opportunities to overcome this obstacle and developed light-up probes for specific protein
detection and bioimaging [31,32].

Peptide L5 (sequence YFLTTRQ), as a GPC-3 receptor, was screened as a suitable
homing moiety targeting GPC-3 expressed tumors and showed a specific affinity for
tumor cells expressing GPC-3 [33,34]. Herein, by connecting peptide L5 with AIE moiety
ammonium cation-functionalized 9,10-distyrylanthracene (NDSA) via the Click Reaction,
we synthesized a new AIE-active fluorescent probe (NDSA-L5) for the specific detection of
overexpressed GPC-3 protein in HCC cells. In the buffer solution, the probe exists in the
isolated state owing to the quaternary ammonium salt groups and water-soluble peptides,
leading to weak fluorescence. As shown in Figure 1a, when binding to the GPC-3 protein
positioned on the cell membrane of HCC cells, the probe shows a fluorescent signal due to
the AIE effect, allowing the selective and sensitive identification of cancer cells. The results
suggest that NDSA-L5 may have potential applications in early detection and surgical
navigation for HCC cancer.
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Figure 1. (a) Recognition process of NDSA-L5 probe for GPC-3. (b) Absorption and emission spectra
of NDSA-L5 in DMSO, (c) fluorescence response of NDSA-L5 related to GPC-3 (0−20 µg/mL), and
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quantitative detection of GPC-3. (d) Fluorescence response of NDSA-L5 at 540 nm on the addition
of other biomolecules and GPC-3 (20 µg/mL): 1. H+ 2. Na+ 3. K+ 4. Cu2+ 5. Fe2+ 6. Cl− 7. OH− 8.
Glutathione 9. L-Cysteine 10. Trypsin 11. BSA 12. Pepsase 13. Papayotin 14. Fruin 15. ALP (alkaline
phosphatase) 16. GPC-3.

2. Materials and Methods
2.1. Materials

The starting materials and all reagents are commercially available and require no fur-
ther purification. t-BuOK, K2CO3, 4-(diphenylamino) benzaldehyde, 1,6-dibromohexane,
and 4-hydroxybenzaldehyde were purchased from J&K Scientific Ltd. (Beijing, China),
while the L5 peptide was purchased from GL Biochem., Ltd. (Shanghai, China). Human
Glypican-3 (GPC-3) was purchased from ACRO Biosystems. Tetrahydrofuran (THF) and
chloroform were bought from Titan Scientific Co., Ltd. (Shanghai, China). All non-aqueous
reactions were carried out under an argon atmosphere in oven-dried glassware. Milli-Q
water (18.2 MW) was used to prepare the buffer solutions from 1 L PBS stock buffer.

2.2. Synthesis of NDSA-L5

The synthesis of Compounds 1–4 can be referred to in the methods from our published
papers [35–37].

Synthesis of Compound 5: A mixture of Compound 4 (0.58 g, 1.01 mmol) and sodium
azide (0.66 g, 10.1 mmol) is added to a 25 mL reaction tube with 5 mL dimethyl sulfoxide.
The mixture is heated to 80 ◦C for 4 h. After the reaction is finished, the crude product
is purified by silicagel chromatography (1:2 ratio of petroleumether/dichloromethane)
to acquire a yellow solid. 1H NMR (500 MHz, DMSO-d6) δ 8.43–8.35 (m, 4H), 7.96 (d,
J = 16.5 Hz, 2H), 7.85 (d, J = 16.6 Hz, 2H), 7.75 (d, J = 8.7 Hz, 2H), 7.64 (d, J = 8.7 Hz, 2H),
7.55 (dt, J = 6.9, 3.3 Hz, 4H), 7.03 (d, J = 8.7 Hz, 2H), 6.91–6.75 (m, 5H), 4.05 (t, J = 6.5 Hz,
2H), 2.99 (s, 5H), 1.80–1.75 (m, 2H), 1.59 (d, J = 7.2 Hz, 2H), 1.45 (dd, J = 25.2, 7.4 Hz, 5H).
MS m/z: calcd for C38H38N4O, 556; found, 556.338.

Synthesis of Compound NDSA-N3: Compound 5 (0.79 g, 0.093 mmol) and iodide
(0.42 mL, 7.52 mmol) was added into a round bottom flask with 25 mL of tetrahydrofuran
solution. The mixture was heated to 70 ◦C for 12 h. After the reaction, the solid was washed
with chloroform, and then purified with a Soda extractor to obtain the product. 1H NMR
(500 MHz, DMSO-d6) δ 8.45–8.30 (m, 5H), 8.12–8.02 (m, 4H), 7.79–7.73 (m, 2H), 7.58 (dq,
J = 6.4, 3.2 Hz, 4H), 7.08–7.01 (m, 3H), 6.88 (d, J = 16.6 Hz, 1H), 4.05 (t, J = 6.5 Hz, 2H),
3.67 (s, 9H), 3.37 (d, J = 5.8 Hz, 3H), 1.77 (q, J = 6.9 Hz, 2H), 1.60 (p, J = 7.0 Hz, 2H), 1.46 (ddt,
J = 25.3, 15.4, 7.5 Hz, 4H). MS m/z: calcd for C39H41N4O+ 581; found, 581.398.

Synthesis of Compound NDSA-L5: Compound NDSA-N3 (10 mg) and the peptide
(1 mg) were added to a mixed solution of DMSO:H2O (4:1), then anhydrous copper sulfate
and sodium citrate (5:1) were added to the solution. After reacting for 12 h, the reaction
solution was treated with a filter membrane and separated by HPLC. The obtained solution
was freeze-dried to obtain a pure solid product with a yield of 80%. 1H NMR (500 MHz,
DMSO-d6) δ 8.44–8.31 (m, 12H), 8.12–8.02 (m, 12H), 7.98 (d, J = 16.6 Hz, 3H), 7.76 (d,
J = 8.6 Hz, 6H), 7.57 (dq, J = 6.4, 3.2 Hz, 12H), 7.08–7.01 (m, 9H), 6.88 (d, J = 16.5 Hz, 3H),
4.05 (t, J = 6.4 Hz, 3H), 1.77 (q, J = 6.9 Hz, 6H), 1.60 (p, J = 6.9 Hz, 6H), 1.45 (dd, J = 25.0,
7.9 Hz, 6H), 1.37–1.23 (m, 6H), 1.24 (s, 36H), 0.86 (t, J = 6.7 Hz, 6H). MS m/z: calcd for
C97H130N21O16

+, 1845; found, 1844.307.

2.3. Cell Culture

All the cell lines, including Hep-G2, Huh-7, Hep-3B, Hela, MCF-7, LM3, and L02,
were provided by the Key Laboratory of Molecular Imaging, Institute of Automation. All
cells were cultured in a DMEM medium supplemented with 10% (v/v) fetal bovine serum,
maintaining a humidified atmosphere containing 5% CO2 at 37 ◦C.
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2.4. Cell Imaging

Hep-G2, Huh-7, Hep-3B, Hela, MCF-7, LM3, and L02 cells were all seeded on confocal
Petri dishes at a density of 3 × 105 cells per well and grown for 24 h at 37 ◦C in 5% CO2.
Then, Hep-G2, Huh-7, Hep-3B, Hela, MCF-7, LM3, and L02 cells were incubated with
NDSA-L5 (5 µM) for 1 h. The fluorescence images were obtained using a 3D Cell Live Cell
Imaging System.

Hep-G2 cells were pretreated via incubation with NDSA-L5. Then the nucleus was
stained with 100 µL of DAPI solution for 30 min and the membrane was stained with
100 µL of DiI solution for 30 min. After incubation, cells were washed thrice with PBS
(1 mM, pH 7.4). The fluorescence images were obtained using a confocal laser scanning
microscope (CLSM, Leica).

2.5. Cell flow Cytometry Analysis

The cytotoxicity of the probe was evaluated by a CCK-8 assay. After digestion, the
cell suspension was subjected to statistics, and 4000–5000/mL of the cell suspension was
added to the set hole. After being incubated at 37 ◦C in a 5% CO2 environment for 24 h, the
quantified probe mother-liquor was added per hole, resulting in a final 100 µM solution,
forming concentrations of 0, 2, 4, 6, 8, and 10 µM/L probe solution. In a 5% CO2 and 37 ◦C
environment, the solution was incubated for 1–2 h, the absorbance was measured using the
enzyme gauge, and the cell activity was calculated.

2.6. In Vivo Imaging

All animal experiments were carried out following the guidelines of the institu-
tional ethics committee of animal experimentation at the Institute of Automation, Chinese
Academy of Sciences (Beijing, China). The cell suspension was obtained from the Hep-G2
cell digestion of cellular active activity, and the cell suspension was cleaned with a buffer
multiplexed 4 × 106/0.2 mL/only, and then inoculated under the prosthetic skin of suitable
ageless nude mice. The culture in an animal culture warehouse environment was gradually
increased to LCM. Studies on the imaging of mice were then started.

3. Results

NDSA-L5 was synthesized by a copper-catalyzed “click” reaction of a bisazido (BA)-
functionalized DSA with an ethylyne (E)-bearing L5 peptide derivative, which had under-
gone triple-bond modification. The structure of probe NDSA-L5 is shown in Scheme S1.
The synthetic route is also shown in Scheme S1, and the related characterizations including
MALDI-TOF Mass and NMR are shown in Figures S1–S6 in the Supporting Information.

3.1. The Photophysical Properties of NDSA-L5

We firstly investigated the photophysical properties of NDSA-L5. The UV-vis absorp-
tion and photoluminescence (PL) spectra of NDSA-L5 (Figure 1b) measured in DMSO
solution with a concentration of 5 µM showed maximum absorption at 410 nm and emis-
sion at 537 nm. The fluorescence quantum yield of NDSA-L5 in DMSO and n-hexane
solution was 0.01 and 0.382 with Rhodamine-B as the reference, respectively. This means
that NDSA-L5 is an AIE active probe due to introducing the typical AIE luminescent group
DSA. To further examine the AIE characteristics of NDSA-L5, the PL spectra of NDSA-
L5 were measured in the mixed solvents of DMSO/n-hexane with increasing n-hexane
fractions. As shown in Figure S7a, NDSA-L5 remains non-emissive when the n-hexane
fractions(X) stay below 60%, whereas the emission shows a dramatic enhancement after the
n-hexane fraction(X) increases from 60% to 99%. Moreover, when comparing the PL spectra
of NDSA-L5 with that of NDSA-N3 in PBS buffer (1 mM, pH 7.4) (Figure S7b), we found
that only faint fluorescence from NDSA-L5 was detected since NDSA-L5 can be dissolved
in PBS buffer (1 mM, pH 7.4) leading to the enhancement of non-radiative transition. The
good solubility of NDSA-L5 in PBS buffer (1 mM, pH 7.4) also endows its low fluorescence
background, which is a benefit to sensing GPC-3 in a physiological environment.
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To demonstrate the potential of the NDSA-L5 probe for light-up detection of GPC-3,
the PL intensity was measured in the presence of GPC-3 with different concentrations.
Figure 1c shows that NDSA-L5 (5 µM) in PBS buffer (1 mM, pH 7.4) shows a weak emission,
but the fluorescence turns on when adding GPC-3, and the intensity gradually enhances
with the increase in the GPC-3 concentration (2, 4, 6,12, and 20 µg/mL). The plots of PL
intensity against the increasing concentration of GPC-3 are summarized in Figure 1c. In the
range of 0–20 µg/mL with R2 = 0.9987, there is a linear trend. The detection limit for GPC-3
was experimentally determined to be 0.0362 µg/mL(0.26 nM), which is low enough relative
to the rare GPC-3-specific fluorescence probe (Table S1) [38]. It is, therefore, validated that
the probe NDSA-L5 shows a linear turn-on fluorescent signal with an increasing amount
of the target GPC-3. The reason behind this fluorescence light-up can be attributed to the
restriction of intramolecular motion of NDSA-L5 upon binding to the GPC-3 protein.

To investigate the selectivity of the probe, NDSA-L5 was treated under identical
conditions, varying biological ions and molecules other than GPC-3, such as H+, Na+, K+,
Cu2+, Fe2+, Cl−, OH−, Glutathione, L-Cysteine, Trypsin, BSA, Pepsase, Papayotin, Fruin,
and ALP (alkaline phosphatase). As shown in Figure 1d, NDSA-L5 displays ~20-fold
larger changes in PL than the other biological ions and molecules, which substantiates that
NDSA-L5 is indeed a specific probe for the GPC-3 protein.

3.2. Cell-Targeted Imaging of NDSA-L5

To explore the possibility of NDSA-L5 as a specific biological probe for the detection
of GPC-3 protein in vitro, we tested NDSA-L5 receptor-mediated GPC-3 binding in mam-
malian cells. Hep-G2 cells, with the same batch of digestion, were seeded in a confocal
culture dish. After 12 h, when the cell growth was stable, the same concentration of probes
was added to incubate Hep-G2 cells for 0 min, 15 min, 30 min, and 60 min. As shown in
Figure S8, it is found that the staining is essentially complete after the probes are incubated
with the cells for 30–60 min. In subsequent experiments, the probe incubation time was
set to 60 min. Then we selected cancer cells Hep-G2, Huh-7, and Hep-3B overexpressing
GPC-3 on the cell membrane as GPC-3-positive cancer cells, and breast cancer cells MCF-7,
cervical cancer cells HeLa, normal liver cells L02, and liver cancer cells LM3 with low
expression as negative controls. As shown in Figure 2a–i, the imaging of Hep-G2, Huh-7,
and Hep-3B obtained an obvious fluorescence signal when the three types of hepatocellular
carcinoma cells are incubated with the NDSA-L5 probe. In sharp contrast, under the same
experimental conditions, MCF-7, HeLa, L02, and LM3 cells show weak fluorescence signals
in the same imaging channel (Figure S9). The results suggest that the probe NDSA-L5 can
selectively identify liver cancer cells overexpressing the GPC-3 protein.

To prove the existence of specific binding of NDSA-L5, we carried out a peptide
blocking assay. In the blocking experiment, Hep-G2 cells were pre-incubated with varying
levels of the L5 peptide followed by the addition of NDSA-L5. As shown in Figure 3a–c, the
imaging of Hep-G2 cells that have not been incubated with the L5 peptide solution shows
obvious fluorescence signals in the green channel. Meanwhile, the imaging of Hep-G2 cells
pre-incubated with different L5 peptide concentration solutions (7 µM and 14 µM) is shown
in Figure 3d–g. The green channel signal was significantly decreased as the concentration
of peptide increased, likely because the binding sites of the existing GPC-3 were occupied
by the L5 peptide, leading to a reduced combination of subsequent NDSA-L5. In order to
show the contrast of imaging effects in Figure 3, we performed a quantitative analysis of
the images. The mean fluorescence intensity and fluorescence imaging area were calculated,
and it could be clearly seen from Figure S10 that the mean fluorescence intensity and
fluorescence imaging area decreased significantly with the increase in the L5 peptide,
which proved that the green channel signal was significantly decreased as the concentration
of peptide increased. These results demonstrated that the L5 peptide-conjugated AIE
fluorophore probe has specific binding interactions with the GPC-3 target.
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L5 prior to NDSA-L5 treatment. (a–c) The imaging of Hep-G2 cells incubated with the 0 µM of L5
peptide solution; (d–f) the imaging of Hep-G2 cells incubated with the 7 µM of L5 peptide solution;
(g–i) the imaging of Hep-G2 cells incubated with the 14 µM of L5 peptide solution Scale bar, 20 µm.

The specific target ability of NDSA-L5 was also verified by the flow cytometry experi-
ment for the GPC-3 protein of cancer cells. After incubation with NDSA-L5, hepatocellular
carcinoma cells (Hep-G2, Huh-7, Hep-3B cells) over-expressing the GPC-3 protein were
found to be clearly fluorescent, while hepatocellular carcinoma cells (LM3 cells) with low-
expressing GPC-3 protein showed weak fluorescence signals (Figure 4a–d). Meanwhile,
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the other cancer cells (MCF-7, HeLa) and normal liver cells (L02) afforded very weak
fluorescence (Figure S11a–f). Therefore, NDSA-L5 can selectively recognize hepatocellular
carcinoma cells over-expressing the GPC-3 protein, which is consistent with the results
obtained from the fluorescence imaging experiment.
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Figure 4. Flow cytometry histograms of different cell lines, (a) Hep-G2, (b) Huh-7, (c) Hep-3B,
(d) LM3 after incubation with NDSA-L5 for 90 min.

To investigate the cellular localization of the NDSA-L5 probe, we performed confocal
imaging of NDSA-L5 on GPC-3-positive Hep-G2 cells. We used DAPI, a commercial cell
nuclear positioning fluorescent dye, and NDSA-L5 to perform fluorescence co-positioning
experiments. As shown in Figure 5, the green fluorescence of NDSA-L5 exhibits the contour
of the cells, being inferred on the cell membrane, which has a significant distinction between
the blue fluorescence of the nucleus. To determine the subcellular distribution of the probe,
DiI, a commercial red-fluorescent dye used for staining the cell membrane in live cells, was
employed to be co-incubated with the Hep-G2 cell lines. The green fluorescence channel of
the NDSA-L5 probe and the red fluorescence channel of DiI are well coincident, indicating
that the NDSA-L5 probe can successfully target GPC-3 proteins of the cell membrane
surface of hepatoma Hep-G2 cells.
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(Membrane); (e) stained with NDSA-L5 (Probe); (f) merge of (d) and (e). Scale bar: 20 µm.

Cytotoxicity of the fluorescent probe was evaluated by the widely used CCK-8 assay.
As shown in Figure S12, the cell viability of Hep-G2, Hep-3B, Huh-7, MCF-7, Hela, LM3, and
L02 cells used in the experiment was assessed. After 24 h of incubation with the medium
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containing 2, 4, 6, 8, and 10 µM NDSA-L5, the seven types of cells were determined by the
CCK-8 assay, and the cell survival rate was 80% when the probe concentration was below
8 µM. The experimental results prove that NDSA-L5 has good biocompatibility and low
biotoxicity, beneficial for use in bioimaging.

3.3. In Vivo Imaging in Hep-G2 Cancer Xenograft Mice Model

To analyze the in vivo selective targeting ability, we further investigated in vivo imag-
ing for HCC tumors using NDSA-L5. The experimental tumor model was constructed
mainly by inoculating GPC-3-positive Hep-G2 HCC cells in the armpit of mice. Then, in
order to demonstrate the specific targeting performance of the probe to the tumor region,
we chose the method of tail vein injection to introduce the probe into the circulation of
the mice (Figure S13). At 0.5 h after injection, a strong fluorescent signal was observed in
the tumor, indicating that NDSA-L5 showed significant accumulation in the tumor area.
As the circulation time increased, the fluorescence signal gradually increased within 1.5 h,
and then slowly declined due to metabolism, illustrating that NDSA-L5 could be used as a
highly versatile agent for tumor imaging.

4. Conclusions

In summary, we succeeded in designing and synthesizing a novel AIE fluorescent
probe, NDSA-L5, for the specific detection and imaging of hepatocellular carcinoma cells
over-expressing the GPC-3 protein. The probe can image the cell membrane of HCC cells
and quickly, highly selectively, and sensitively distinguish HCC cells overexpressing the
GPC-3 protein from low-expressed GPC-3 protein HCC cells, other cancer cells, and normal
liver cells. In vivo imaging in the Hep-G2 cancer xenograft mice model showed that the
probe can significantly accumulate in the tumor tissue rather than in normal cellular tissue.
We believe that the fluorescent NDSA-L5 probe has the potential for the early detection of
HCC and intraoperative navigation.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/chemosensors10050195/s1, Scheme S1. The synthetic route of
NDSA-L5. Figure S1. MALDI-TOF mass spectra of compound 5. Figure S2. 1H NMR spectrum of
compound 5 recorded in DMSO-d6. Figure S3. MALDI-TOF mass spectra of NDSA-N3. Figure S4. 1H
NMR spectrum of NDSA-N3 recorded in DMSO-d6. Figure S5. MALDI-TOF mass spectra of NDSA-
L5. Figure S6. 1H NMR spectrum of NDSA-L5 recorded in DMSO-d6. Figure S7. (a) Fluorescence
spectrum of NDSA-L5 in different n-hexane concentrations n-hexane/DMSO solution and NDSA-L5
in n-hexane/-DMSO Line graph of emission intensity of n-hexane volume fraction change, (b) the
PL intensities of NDSA-N3 and NDSA-L5 in the PBS buffer (1 mM, pH 7.4). Figure S8. Time-uptake
fluorescence imaging results of NDSA-L5 probe on Hep-G2 cells. Figure S9. Fluorescence images
of cervical cancer cells (Hela cells, a–c), breast cancer cells (MCF-7 cells d–f), normal liver cells
(L02 cells g–i), low-expressing hepatocellular carcinoma cells (LM3 cells k-m). Overlay imaging.
Scale bar, 20 µm. Figure S10. Mean fluorescence intensity and fluorescence imaging area of Hep-G2
cell and their corresponding with different amounts of peptides L5 prior to NDSA-L5 treatment.
Figure S11. Flow cytometry histograms of different cell lines, (a) and (d) Hela, (b) and (e) MCF-7,
(c) and (f) L02, after incubation with NDSA-L5 for 90 min. Figure S12. Biological toxicity of NDSA-L5
in Hep-G2 (a), LM3 (b), huh-7 (c), MCF-7 (d), Hela (e), Hep-3B (f), L02 (g). Figure S13. Image of
tumor site fluorescence changing with time. Table S1. Comparison of BTCA with other representative
GPC-3 fluorescence probes.
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