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Improving tumor chemotherapy eﬀect using an
injectable self-healing hydrogel as drug carrier†
Lei Yang,‡a Yongsan Li,‡b,c Yanzi Gou,d Xing Wang,*c Xinming Zhao*a and
Lei Tao *b
Chemotherapy has contributed greatly in clinical anti-tumor treatment. However, the traditional method
of drug delivery by intravenous injection has several drawbacks, such as low delivery eﬃciency, high toxicity and frequent pain caused by injection. To overcome these defects, intra-tumor injection has been
proposed in recent years, and the development of suitable carriers to locate the drug at the desired position for optimum dispersal is crucial to realize the superiority of intra-tumor injection. Herein, we report
the application of a chitosan-based self-healing hydrogel, constructed through Schiﬀ’s bases, as an
injectable drug carrier for in vivo intra-tumor therapy. This smart carrier could deliver highly concentrated
anti-tumor drug (Taxol) to the desired position (human hepatocarcinoma tumor) for steady in situ release
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at a safe level. The self-healing drug carrier could adapt to the intra-tumor structure and regenerate as a
whole, thus avoiding the fast leak of loaded drug, leading to admirable therapeutic eﬀects compared with
controls (direct injection of drug solution or use of non-self-healable thermal-sensitive hydrogel as the
drug carrier). Due to its excellent biocompatibility and high operability, this injectable self-healing hydrogel might be a promising drug carrier for tumor chemotherapy and other medical applications.

Introduction

Eﬃcient delivery of a drug to the disease position is crucial to
realize the therapeutic eﬀect of the drug.1–3 Traditionally,
drugs can be administered through intravenous or subcutaneous injections;4,5 the drug has to travel a long way in the
circulation system to reach the disease position, and the drug
concentration is severely diluted due to blood or body fluid. As
a result, most of the drug will be lost during circulation. To
maintain enough drug concentration at the disease position,
frequent administration is normally necessary, resulting in
pain to the patients6,7 (Scheme 1A). Therefore, numerous strategies based on passive targeting (EPR eﬀect) or active targeting
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Scheme 1 Schematic of the diﬀerence between (A) traditional drug
delivery by intravenous cycling and (B) in situ drug delivery by selfhealing hydrogel.

(bio-targeting molecule modification) have been designed to
enrich the drugs at desired positions after injection,8–13 and
several promising results have been achieved in cell and
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animal experiments.14–19 However, due to the huge diﬀerence
between human and animals with respect to their circulatory
and metabolic systems, few of the abovementioned methods
can finally cross the huge gap between bench and bed to enter
clinic trials,20 implying that a drug delivery strategy that avoids
the involvement of the circulatory system might be the key to
develop applicable drug-delivery approaches.
Self-healing hydrogel is a smart, soft material,21,22 the
damage of which can trigger an auto-repair process to regenerate an integral hydrogel. Due to this unique capability,
self-healing hydrogels are considered as promising drug
carriers.23,24 After injecting a drug-contained self-healing
hydrogel to the aﬀected area, the hydrogel can heal itself
under physiological condition, avoiding the long journey
in circulation system, and be directly located at the desired
position in high-concentrations, leading to improved utilization eﬃciency and decreased toxicity to normal tissues25,26
(Scheme 1B).
Nowadays, some self-healing hydrogels have been developed and used as injectable drug carriers,27–29 opening a new
door to eﬃcient delivery of drugs. However, most of these selfhealing hydrogels were prepared using expensive and complex
gelators,30–32 limiting their large-scale preparation and subsequent clinical application. Recently, our group developed a
biocompatible self-healing hydrogel using chitosan derivatives
and synthetic difunctional polyethylene glycol (DF-PEG).33–36
The amino groups on glycol-chitosan were crosslinked by the
benzaldehyde group at the PEG chain ends to form a Schiﬀ
base, which is a well-known dynamic chemical linkage in
aqueous solutions, resulting in a chitosan-PEG (CP) hydrogel
constructed by a dynamic network. In our previous research,
the excellent self-healing ability and biocompatibility of the CP
hydrogels have been verified. In the current research, CP
hydrogel was employed as a drug-carrier to deliver anti-tumor
drugs through intra-tumor injection to verify the advantage of
self-healing hydrogel as a drug carrier.

2. Experimental
2.1.

2.2.

Preparation of the hydrogels

DF-PEG solution was prepared by dissolving DF-PEG (0.11 g)
in a saline solution (0.9% NaCl, 800 μL). The chitosan solution
was prepared by dissolving glycol-chitosan (0.033 g) in a saline
solution (0.9% NaCl, 1000 μL). The Taxol-containing chitosan
hydrogel was prepared as follows: Taxol ethanol solution
(200 μL, 20 mg mL−1) was first added into chitosan solution
(1000 μL), followed by triturating 15–20 times to evenly distribute the drug. Then, DF-PEG solution (800 μL) was added to
generate a transparent Taxol-containing hydrogel for drug
delivery.
As a control, a Taxol-containing Pluronic F127 hydrogel, a
traditional thermal-sensitive hydrogel, was also prepared by
the following method: Pluronic F127 (0.37 g) was dissolved in
1800 μL of saline solution (0.9% NaCl) and subsequently
mixed with Taxol ethanol solution (200 μL, 20 mg mL−1). The
sol–gel transformation was tested to occur when the temperature reaches 35 °C.
2.3.

Rheology analysis of the gelation process

The rheology analyses of the hydrogel were carried out to
evaluate the mechanical strength of the CP hydrogel. Typically,
glycol chitosan solution (0.2 g, 3%) was spread on the parallel
plate of the rheometer. Then, DF-PEG aqueous solution (0.2 g,
2%) was evenly added dropwise onto the chitosan solution
surface and quickly mixed using a pipette. The storage
modulus (G′) and loss modulus (G″) versus frequency analyses
were carried out using a steel plate (diameter: 20 mm) and performed at 1% strain and 6.3 rad s−1.
2.4.

Qualitative self-healing experiment

To evaluate the self-healing ability of the CP hydrogel, an injection experiment was performed. As shown in Fig. 1, the CP
hydrogel was prepared in a syringe by mixing the glycol-chitosan solution and the DF-PEG solution, (blue dye was added for
easy observation). Then, the hydrogel was injected into a vial
with 0.9% saline solution and kept at 37 °C. A thermo-sensitive
injectable Pluronic F127 hydrogel (red dye added for easy
observation) was used as a control.

Materials

DF-PEG (Mn ∼4000 g mol−1) was synthesized following a procedure mentioned in our previous study33 and analyzed in
detail (Fig. S1 and S2†). Glycol chitosan (Wako Pure Chemical
Industries, 90% degree of deacetylation), Pluronic F127
(Sinopharm Chemical Reagent), Taxol (Beijing Union Pharm),
Taxol (Dalian Meilun Biological Technology. Co. Ltd), 4-carboxybenzaldehyde (Aladdin, 99%), N,N′-dicyclohexylcarbodiimide
(DCC, Aladdin, 99%), 4-dimethylamiopryidine (DMAP,
Aladdin, 99%) and PEG (Sinopharm Chemical Reagent, Mw
4000) were used as purchased. All solvents were purchased
from Sinopharm Chemical Reagent and used directly without
further purification. Female nude mice (Balb/c-Nu) were
ordered from Charles River. Human hepatocarcinoma tumor
(BEL-7402) was acquired from National Cancer Center/Cancer
Hospital.
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2.5.

Quantitative self-healing experiment

A piece of CP hydrogel (400 μL) was first prepared on the parallel plate as a routine. After complete gelation of the hydrogel,
it was cut into 25 pieces to mimic the injection yet maintain
the contacting area between the hydrogel and the upper steel
plate. Analysis was performed to monitor the self-healing
process of the broken hydrogels. After the mechanical strength
of the self-healed hydrogel plateaued in time-dependent
mode, a frequency-dependent rheological test was carried out
to evaluate the storage modulus (G′) as well as the loss
modulus (G″) of the self-healed hydrogel.
2.6.

Cumulative release of Taxol

A 7-day cumulative release of Taxol from the CP hydrogel was
studied using a UV-vis spectrometer (230 nm). A Taxol-laden
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staining) were subsequently acquired using an optical microscope. As controls, Pluronic Taxol-loaded F127 hydrogel
(TAX·F127), Taxol solution (TAX·H2O) and saline water (blank)
were used following the same procedure.

3. Results and discussion
3.1.

Qualitative self-healing experiment

A preliminary injection experiment was performed to estimate
the self-healing property of the CP hydrogel qualitatively. The
CP hydrogel and Pluronic F127 hydrogel were prepared in two
syringes with diﬀerent colors (Fig. 1A), injected into the saline
solution (Fig. 1B) and kept in a 37 °C incubator to mimic the
in vivo condition. The broken CP hydrogel pieces generally
self-healed to reform an entire piece of gel within 30 min. On
the contrary, the Pluronic F127 hydrogel retained the shape as
it was when injected (Fig. 1C), highlighting the remarkable
self-healing ability of the CP hydrogel.
3.2.
Fig. 1 Pictures of the CP hydrogel (blue) and Pluronic F127 hydrogel
(red) (A) loaded in syringes, (B) just injected and (C) after 30 minutes; (D)
the self-healed CP hydrogel.

hydrogel (1.0 mL) was prepared in a centrifuge tube and saline
solution (1.0 mL) was added as the release media, as shown in
Fig. 3A and A1. The release system was kept in a 37 °C incubator to mimic the in vivo release environment. Sample solutions
(1.0 mL) were taken out at designated time points to analyze
the release amount of Taxol, while the same volume of saline
solution was replaced in the centrifuge tubes for successive
release. The signal of the Taxol solution (200 μL Taxol ethanol
solution with 800 μL saline water) was defined as 100%. The
release of Taxol from a Pluronic F127 hydrogel (TAX·F127) was
studied as the control.

2.7.

Quantitative self-healing experiment

Prior to the quantitative analysis of the self-healing capability
of the CP hydrogel, a set of typical rheology tests were carried
out to monitor the gelation process and the mechanical
strength of the original CP hydrogel (without injection). As
shown in Fig. 2A, the storage modulus (G′) surpassed the loss
modulus (G″) in 2 min, demonstrating the rapid crosslinking
process. The storage modulus continued increasing to reach
the maximum (∼4000 Pa) in around 20 min (Fig. 2A and B).
Based on these results, modified rheology tests were performed to follow the self-healing process by monitoring the
modulus of the self-healed hydrogel. First, a CP hydrogel was
prepared on the parallel plate of the rheometer and kept for

In vivo tests

All in vivo tests were performed under the technical guidelines
for non-clinical study of cytotoxic anti-tumor drugs issued by
CFDA and authorized by the ethics committee of Cancer
Hospital, Chinese Academy of Medical Science. Human hepatocarcinoma tumor (BEL-7402) was first implanted into the
right femur of 24 female nude mice (Balb/c-Nu). After the
tumors grew to about 100 mm3, the nude mice were divided
into 4 groups and treated separately. The solutions were sterilized by passing through 0.22 micron bacteria-retentive filters.
Then, 50 μL of sterilized Taxol-loaded CP hydrogel (TAX·CP)
was prepared and injected into the tumor after anaesthetizing
the mice with pentobarbital. The weight of the mice and the
size of tumors were recorded at diﬀerent time points. All mice
were sacrificed on the 18th day and the solid tumors were dissected. The tumor growth inhibition (TGI%) was calculated
based on the tumor mass,37 taking the blank group as 0%.
Histology images of tumor slices from the mice (with H&E

This journal is © The Royal Society of Chemistry 2017

Fig. 2 Rheology analyses of (A) the gelation process; (B) storage
modulus G’ (solid) and loss modulus G’’ (hollow) of the CP hydrogel; (C)
the self-healing process; (D) storage modulus G’ (solid) and loss
modulus G’’ (hollow) of the original (red) and self-healed (blue) CP
hydrogel. Sweeps were performed at 1% strain and 6.3 rad s−1 in A, C; 1%
strain in B, D.
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30 min until the storage modulus stabilized around the
maximum value (∼4000 Pa, Fig. 2D, blue points). Then, the CP
hydrogel was cut into pieces to mimic the damage process
caused by injection while maintaining the contact surface
between the broken hydrogel and the upper measuring steel
plate. Then, the storage modulus versus time was recorded to
monitor the restoring strength of the hydrogel. As shown in
Fig. 2C, the storage modulus was found to drop to around
1000 Pa after the cutting and recovered with time to finally
reach a similar level as the original hydrogel (∼3800 Pa,
Fig. 2D, red points), indicating the excellent self-healing ability
of the CP hydrogel quantitatively. Moreover, the shear-thin
data was also recorded by the rheometer (Fig. S3†), confirming
the self-healing ability of the hydrogel.
3.3.

Cumulative release of Taxol

As a drug carrier, an in vitro 7-day cumulative release of Taxol
from the CP hydrogel was detected using a UV-Vis spectrometer at 230 nm. Briefly, the Taxol-loaded hydrogels were prepared and immersed in saline solution (Fig. 3A and A1) and
kept at 37 °C. The cumulative release profile of the released
Taxol is shown in Fig. 3B (blue points). With an initial 2-day
high release period, 33% of Taxol was released from the CP
hydrogel, followed by a slow release in the remainder of the
testing process to reach a cumulative release of around 50% in
7 days. As a control, the release behavior of Taxol from a
Pluronic F127 hydrogel was also studied with the same process
(Fig. 3B, orange points). Moreover, 53% of Taxol was detected
in the first 2 days with a rather slow continuing release to
reach a total cumulative release of around 64% after 7 days.
The diﬀerence in cumulative release between two hydrogels
might lie in the inner structure of the two hydrogels. Diﬀering
from the Pluronic F127 hydrogel constructed through physical
crosslinking, the CP hydrogel has a highly crosslinked network
constructed by chemical Schiﬀ base linkages, providing better
location of the drug within the crosslinked network and avoiding the explosive release of the drug and unwanted adverse
outcomes.
3.4.

improved therapeutic eﬀect by the drug carrier to the contained drug. For parallel control, a blank group (50 μL of
saline water), a positive group (50 μL of Taxol solution) as well
as a hydrogel control group TAX·F127 (50 μL, Taxol in Pluronic
F127 hydrogel) were also used for the intra-tumor injection by
the same method.
A series of images of the tumor-bearing mice were taken
after the 18-day tumor therapy (Fig. 4B). It is clearly seen that
the tumor almost disappeared after treating the mice with
TAX·CP, whilst the tumors in control groups had diﬀerent
degrees of growth compared with that before the treatment,
illustrating the excellent therapy eﬀect in using the selfhealing hydrogel as the drug carrier. The tumor volumes of
each test group throughout the entire observation process were
also recorded (Fig. 4C). The tumor grew rapidly in the blank
group, indicating that the established solid tumor model
could keep growing like its clinical counterpart. After injecting
TAX·H2O, the growth of solid tumors was suppressed
compared with the blank group, demonstrating the distinct
anti-tumor eﬃcacy of TAX. The TAX in F127 group also
achieved a similar therapeutic outcome as the TAX·H2O group,

In vivo tests

Taxol-containing CP hydrogel was subsequently applied to the
in vivo intra-tumor injection experiment to evaluate the

Fig. 3 (A) Taxol-containing CP hydrogel for cumulative release test.
(A1) Adding saline, the release media, on the top of hydrogel. (B) The
Taxol release proﬁle of the CP hydrogel and the Pluronic F127 hydrogel.
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Fig. 4 (A) Schematic of the intra-tumor injection experiment. (B)
Pictures of nude mice from diﬀerent groups. (C) The tumor volume of
mice in four groups. (D) The picture of the tumors of the four groups on
the 18th day. (E) The mass of the dissected tumors on the 18th day. (F)
Weight changes of mice during the observation period.
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indicating that F127 hydrogel did not improve the therapy
eﬃcacy. However, in the TAX·CP group, the tumor volumes
were significantly decreased after the injection of Taxol with
assistance of the CP hydrogel, suggesting that CP hydrogel
could not only deliver Taxol to the tumor but could also
promote the anti-tumor eﬀect of the loaded chemo-drugs.
Subsequently, all mice were sacrificed after 18 days of
therapy and the dissected tumors were imaged (Fig. 4D),
which showed good accordance with the observed results, as
shown in Fig. 4B. The tumors of the blank group (saline water)
had the biggest volume (Fig. 4D). Tumors from the TAX·H2O
group appeared smaller than the blank group, demonstrating
the eﬃcacy of the injected free drug. Tumors of the
TAX·F127 group were around the same size as those of the
TAX·H2O group, suggesting that F127 might not be a better
drug carrier for intra-tumor injection. The tumors of the
TAX·CP group were the smallest among the 4 groups, illustrating the advancement of the CP hydrogel as a drug carrier to
improve the therapeutic eﬀect of the anti-tumor drug.
Tumor growth inhibition (TGI) values, based on the
tumors’ masses, were calculated to quantitatively evaluate the
therapeutic eﬀect (Fig. 4E). With a TGI of 85%, the CP hydrogel exhibited the best anti-tumor eﬀect, which was much
higher than the free Taxol group (TGI ∼41%) and the
F127 group (TGI ∼34%). The statistical analyses also suggested
that the group treated by the CP hydrogel possesses significant
diﬀerences from any other group (P < 0.01). On the other
hand, no significant diﬀerence between the Pluronic
F127 group and the free Taxol group was observed, confirming
that the self-healing CP hydrogel is a superior candidate than
Pluronic F127 hydrogel as a drug carrier, particularly in intratumor injection usage.
The diﬀerent performance of these two hydrogels might be
related to the following reasons: (1) diﬀerent from
F127 hydrogel, which is simply constructed through physical
crosslinking, the CP hydrogel is crosslinked by Schiﬀ base
linkages, which might provide more stable release of loaded
drug from the network; (2) the unique self-healing ability of
the CP hydrogel enables it to rebuild as a whole after injection
to avoid the leak of the embedded Taxol, leading to long-term
anti-tumor eﬃciency.
Toxicity of the therapy is also vital in chemotherapy. The
variation in the weights of the nude mice at diﬀerent time points
was also recorded, as shown in Fig. 4F. The average weight of the
blank group (saline water) was marked as a reference. The weight
of the TAX·H2O group was the lowest, which might be due to the
high toxicity of naked TAX. Moreover, the weights of both
TAX·F127 and TAX·CP groups kept steady, even with a slight rise
during the entire observation process, suggesting that both
hydrogels could successfully reduce the toxicity of naked TAX to
control the release of drugs at a safe level.
Combined with the abovementioned anti-tumor measurements, the CP hydrogel demonstrated more advantages than
traditional treatments (direct injection or using traditional
hydrogel as the drug carrier) by reducing drug toxicity and
enhancing drug eﬃcacy.
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Fig. 5 H&E staining of the tumor slices from diﬀerent groups: (A) blank;
(B) TAX·H2O; (C) TAX·F127; (D)TAX·CP. Necrosis of cells is marked by red
squares.

3.5.

Histology images of tumor slices

To study the therapeutic diﬀerence among the four diﬀerent
treated groups at the tissue level, tumor slices with H&E histological staining were also analyzed (Fig. 5). No remaining
hydrogel was noticed in the slices (Fig. 5C and D), indicating
good biodegradability of the applied hydrogels. Fig. 5A shows
the cells in the blank group that exhibited normal morphology, suggesting that tumors could tolerate the saline water
well, while in Fig. 5B, for the TAX·H2O group, evident tumor
cell necrosis as well as nuclear cleavage could be observed.
The integrity of the cell structure clearly declined. Fig. 5C
shows the result of the TAX·F127 group, which displays similar
results to the TAX·H2O group, consistent with the abovementioned results. Significantly, in the TAX·CP group as
shown in Fig. 5D, the largest area of cell necrosis was
observed. Integrated cell structures could almost not be found
and the distribution of cells was greatly loosened compared
with the control groups, further demonstrating a superior anticancer eﬀect of the TAX·CP system.

4.

Conclusion

In summary, the preliminary application of a self-healing CP
hydrogel as a drug carrier was studied using Taxol as a drug
model. Through in vitro and in vivo experiments, numerous
advantages of this CP hydrogel were demonstrated, such as
rapid self-healing after injection, precise delivery of the drug
to the desired position, stable control of the release of the
encapsulated drug, and minimal toxicity or side eﬀect of the
naked drug. This self-healing CP hydrogel has proven to be a
better candidate in intra-tumor drug therapy than the traditional injectable but non-self-healable hydrogel, suggesting
that the drug carrier can work as the partner of the drug to
improve the therapy eﬃciency. We believe that the CP hydrogel
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has great potential not only in tumor chemotherapy but also
in other biomedical research and has further clinical applications as a promising drug delivery system for various drugs.
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