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Abstract Wound infection is becoming a considerable healthcare crisis due to the abuse of antibiotics

and the substantial production of multidrug-resistant bacteria. Seawater immersion wounds usually

become a mortal trouble because of the infection of Vibrio vulnificus. Bdellovibrio bacteriovorus, one

kind of natural predatory bacteria, is recognized as a promising biological therapy against intractable bac-

teria. Here, we prepared a B. bacteriovorus-loaded polyvinyl alcohol/alginate hydrogel for the topical

treatment of the seawater immersion wounds infected by V. vulnificus. The B. bacteriovorus-loaded hy-

drogel (BG) owned highly microporous structures with the mean pore size of 90 mm, improving the rapid

release of B. bacteriovorus from BG when contacting the aqueous surroundings. BG showed high

biosafety with no L929 cell toxicity or hemolysis. More importantly, BG exhibited excellent in vitro

anti-V. vulnificus effect. The highly effective infected wound treatment effect of BG was evaluated on

mouse models, revealing significant reduction of local V. vulnificus, accelerated wound contraction,

and alleviated inflammation. Besides the high bacterial inhibition of BG, BG remarkably reduced inflam-

matory response, promoted collagen deposition, neovascularization and re-epithelization, contributing to

wound healing. BG is a promising topical biological formulation against infected wounds.

ª 2023 Chinese Pharmaceutical Association and Institute of Materia Medica, Chinese Academy of Medical

Sciences. Production and hosting by Elsevier B.V. This is an open access article under the CC BY-NC-ND license

(http://creativecommons.org/licenses/by-nc-nd/4.0/).
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1. Introduction
Wound infection caused by bacterial contamination is one of
impediments for wound healing. Antibiotics are the most
commonly used way to treat wound infections including Vibrio
vulnificus induced wound infection in the hospital. However, due
to the excessive use of antibiotics in human, agriculture, and
aquaculture systems, antibiotic resistance has emerged and
evolved in many bacteria including V. vulnificus1. Multidrug-
resistant bacterial infections lead to a great amount of deaths,
e.g., approximately 23,000 deaths in 2 million infections in the
United States every year2. One effective antibacterial way inde-
pendent on the resistant mechanisms is urgently needed.

Seawater immersion (SWI) wounds are common in coastal
regions and sea navigation, and usually infected with V. vulnifi-
cus3. V. vulnificus infected-SWI wounds are sometimes fatal
because substantial sepsis takes place in susceptible individuals,
also resulting in amputation4,5. The mortality rate of V. vulnificus-
infected patients is up to nearly 20% and death may occur within
one or two days after infection6. Early diagnosis, rational use of
antibiotics, and timely debridement can save patients’ lives7.
Antibiotic treatment recommendations for Vibrio spp. infections
include tetracyclines, fluoroquinolones, third-generation cephalo-
sporins, aminoglycosides and folate pathway inhibitors8. Besides,
some inorganic antibacterial agents such as silver, iodine and zinc
oxide are also used for treatment of wound bacterial infection
though their serious tissue toxicities are unavoidable9. It is urgent
to develop safe and effective treatments of infected SWI wounds.

A predatory microorganism, Bdellovibrio bacteriovorus, at-
tracts attention to possible achieve the above purpose. B. bacter-
iovorus is a small predatory bacterium that kills its preys including
most Gram-negative bacteria (e.g., Escherichia coli, Pseudomonas
aeruginosa, Acinetobacter baumannii, V. vulnificus, etc.) and
some Gram-positive bacteria (e.g., Staphylococcus aureus) by
entering the middle space between the wall and the out membrane
of host bacteria to form bdelloplasts and multiplies10. Its unique
action can be regarded as “parasitic” and “lytic”11. It is regarded
as a replicable “live antibiotic”, coevolving with bacteria12. It may
become a potent weapon against drug-resistant bacteria13e15.
More importantly, B. bacteriovorus is very safe for eukaryotic
cells because it only acts on the microorganisms with the cell
walls such as bacteria16. No apparent pathological effects or signs
of cytotoxicity or reduction in cell viability are found when it
contacts mammalian cells, including human cells and numerous
animal models such as zebrafish, mice, rats, rabbits, guinea pigs,
and chicks13,17e20. However, the growth and application of B.
bacteriovorus depend on an appropriate environment that provides
necessary preys, aqueous space, and air contact. In the previous
studies, the environment is ignored so that the clinical application
of B. bacteriovorus is limited. The topical application of B. bac-
teriovorus may become an opportunity, such as skin wound
treatment.

Hydrogels are the crosslinking structure composed of hydro-
philic polymers, water and other additives, which provides a
proper environment for cell growth with necessary nutrition and
oxygen supply21. The components of hydrogels include natural
and synthetic polymers, such as chitosan, hyaluronic acid (HA),
sodium alginate (SA), poly(ethylene glycol) (PEG), poly(lactic-
co-glycolic acid) (PLGA), and poly(vinyl alcohol) (PVA), where
PVA and SA are extensively used for delivery of living cells or
microorganisms22e24. Hydrogels are an important wound dres-
sing25,26. Many types of hydrogels have been applied for
infectious skin wound healing via their antibacterial ability and
the function of tissue regeneration scaffolds27,28. Recently,
biodegradable interpenetrating polymer network dry cryogel he-
mostats, biomechanically active injectable self-healing hydrogels,
and adhesive antioxidant antibacterial self-healing hydrogels
present great potentials as novel wound dressings for rapid he-
mostasis and promoting wound healing29e31.

Here, we designed a hydrogel formulation to load B. bacter-
iovorus, providing the appropriate environment for its growth and
expanding its topical application in treatment of wound infection.
The B. bacteriovorus-loaded PVA/SA hydrogel formulation was
prepared for topical treatment of V. vulnificus-infected wounds.
The hydrogel supplies a suitable environment for B. bacteriovorus
survival and movement. The hydrogel combines the advantage of
hydrogel-self for adherence and covering of wounds and the
characteristic of highly effective antibacterial ability of B. bac-
teriovorus in spite of infectious bacterial types. We explored the
preparation process, structures, biocompatibility and antimicrobial
activity of the hydrogels. The improved wound healing and anti-
bacterial mechanisms of the B. bacteriovorus-loaded hydrogel
(BG) were investigated in details.

2. Materials and methods

2.1. Materials

Polyvinyl alcohol (PVA; MW 72,600�81,400 Da, 86%e90%
hydrolyzed) was purchased from Shanghai Chenqi Chemical
Tech. Co., Ltd. (Shanghai, China). Sodium alginate (SA;
200 � 20 mPa s) was obtained from Beijing InnoChem Tech. Co.,
Ltd. (Beijing, China). A Luria‒Bertani culture medium was pur-
chased from Beijing Sanyao Technology Development Co., Ltd.
(Beijing, China). Roswell Park Memorial Institute (RPMI 1640)
culture media were provided by Invitrogen Life Tech. Co., Ltd.
(California, USA). Fetal bovine serum (FBS) and trypsin-ethylene
diamine tetraacetic acid (EDTA) were purchased from Gibco Life
Technologies (CA, USA). Cell Counting Kit-8 (CCK-8) was
purchased from Gen-view Scientific Inc. (NJ, USA). V. vulnificus
(ATCC 27562) and B. bacteriovorus (ATCC 15356) were pur-
chased from Biobw Biotechnology Co., Ltd. (Beijing, China).
Fluorescein diacetate (FDA) and propidium iodide (PI) were
purchased from Sinopharm Chemical Reagent Co., Ltd.
(Shanghai, China). Other reagents were of analytic grade.
Enzyme-linked immunosorbent assay (ELISA) kits of mouse IL-6
and TNF-a were purchased from Beijing Neobioscience
Biochemical Tech. Co., Ltd. (Beijing, China). Aquacel� Ag (a
silver-based dressing) was purchased from the ConvaTec company
(Princeton, USA). SYBR qPCR Master Mix and Taq Master
Mix were purchased from Vazyme Biotech Co., Ltd. (Nanjing,
China).

2.2. Cells and animals

A normal murine fibroblast L929 cell line was purchased from the
Cell Bank of the Chinese Academy of Sciences (Shanghai, China)
and cultured in the RPMI 1640 supplemented with 10% FBS at
37 �C in a humidified 5% CO2 atmosphere.

Male ICR mice (18e20 g) were purchased from the SPF
Biotechnology Co., Ltd. (Beijing, China). Mice were housed
under the constant conditions of humidity (50 � 5%) and tem-
perature (25 � 1 �C) with 12‒12 h light‒dark cycles. Food and
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water were available ad libitum. All experimental procedures were
approved by the Animal Care and Use Committee of Beijing
Institute of Radiation Medicine and complied with the principles
of laboratory animal care and use guidelines.

2.3. Preparation of BG

PVA/SA hydrogels were prepared referred to the literature with
modifications32,33. Briefly, an aqueous solution of 10% PVA and
4% SA was prepared and transferred to a Petri dish followed by
freeze-thawing with 5 cycles (�20 �C for 20 h and room temper-
ature for 4 h) until PVA full crosslinking to form a hydrogel. The
hydrogel was immersed in a CaCl2 (0.1 mol/L) solution for 3 h to
make SA complete crosslinking. The hydrogel was washed with
water several times and then freeze-dried in a lyophilizer (LGJ-30F,
Songyuan Huaxing Technology Develop Co., Ltd., China) to obtain
dried hydrogels. A B. bacteriovorus (8 � 108 PFU/mL) suspension
(0.2 mL) was added to the dried hydrogel (0.01 g, 10 mm in
diameter) to obtain BG before application to wounds. Single BG
discs containing 108 B. bacteriovorus owned the similar antibac-
terial efficiency to single BG discs containing 109 B. bacteriovorus
(Supporting Information Fig. S1). Therefore, we selected single BG
discs containing 108 B. bacteriovorus in the following exploration.
Meanwhile, a blank hydrogel was obtained after a dried hydrogel
swelled in saline.

2.4. Observation of B. bacteriovorus and BG

The morphology of B. bacteriovorus was observed under a
transmission electron microscope (TEM, HITACHI H-7650,
80 kV, Japan). One drop (5 mL) of B. bacteriovorus suspensions
was placed on a microscopic copper grid and the excess liquid was
removed using filter paper. The sample was then negatively
stained with a 5% phosphotungstic acid solution (pH 7.0) for
3 min and air-dried followed by observation under the TEM. In
addition, one drop (5 mL) of the suspension containing B. bac-
teriovorus and V. vulnificus was also placed on a microscopic
copper grid and then processed as above.

The morphology of BG was investigated under a scanning
electron microscope (SEM, EmCrafts CUBE II, 20 kV, Korea).
Briefly, the freshly prepared BG was instantly frozen with liquid
nitrogen to maintain the inner structure of hydrogels and lyophi-
lized. The freeze-dried BG was sliced up carefully. The section
was sputter-coated with gold and observed under the SEM.

2.5. Cytotoxicity test

Cytotoxicity of formulations was evaluated in direct contact
manner. L929 cells were directly covered with materials and then
assayed using the Live/Dead staining method34. L929 cells
(1 � 105 cells/well) were seeded in a 6-well plate with coverslips
at the bottoms and incubated for 12 h. B. bacteriovorus, blank
hydrogels, BG and Aquacel Ag were directly added to the cells,
respectively, and incubated for 24 h at 37 �C. The materials and
culture media were discarded and the cells were washed with
phosphate buffered solutions (PBS) for several times. The cells
were stained with the mixed solution of FDA (5 mg/mL) and PI
(5 mg/mL) for 5 min and then thoroughly washed with PBS. The
coverslips were withdrawn, put on glass slides, and inspected
under a Nikon Eclipse Ti fluorescent microscope (Tokyo, Japan).

Cytotoxicity of formulations was further evaluated with the
CCK-8 assay. L929 cells (5 � 103 cells/well) were seeded in 96-
well plates and incubated overnight for adhesion. Extracts of
blank hydrogels, BG and Aquacel Ag were prepared by
immersing them in the cell culture media for 24 h at 37 �C. The
cells were co-incubated with the above extracts and the media
containing B. bacteriovorus for 24 h. The culture media were
replaced with 100 mL of 10% CCK-8 reagents. After incubation
for 2 h at 37 �C, the optical density (OD) was measured at
450 nm using a Biotek ELx800 plate reader (Biotek Instruments,
Winooski, VT, USA). Cell viabilities were calculated as Eq. (1):

Cell viability (%) Z (ODsample � ODblank)/(ODcontrol

� ODblank) � 100 (1)

2.6. Hemolysis assay

Hemolysis assays of formulations were conducted with mouse’s
red blood cells (RBCs) referred to the literature35. Briefly, 2%
RBC suspensions were mixed with B. bacteriovorus, blank
hydrogels, BG, Aquacel Ag, saline (negative control), and 1%
Triton X-100 solutions (positive control) at 37 �C for 4 h,
respectively. After the suspensions were centrifuged at 2000 rpm
and 4 �C for 10 min (H2-16 KR, Hunan Kecheng Instrument
and Equipment Co., Ltd., Changsha, China), the OD of
supernatants was measured with a UV‒Vis spectrophotometer
(TU-1901, Beijing Purkinje General Instrument Co., Ltd.,
Beijing, China) at 540 nm. Hemolysis rates were calculated as
Eq. (2):

Hemolysis rate (%) Z (ODsample e ODnegative)/(ODpositive

e ODnegative) � 100 (2)
2.7. Lysis kinetics of B. bacteriovorus against V. vulnificus

A V. vulnificus suspension (1 � 108 CFU/mL, 150 mL/well) and a
B. bacteriovorus suspension (1 � 106 PFU/mL, 50 mL/well) were
mixed and transferred to 96-well plates. A B. bacteriovorus-free
suspension supplemented with diluted nutrient broth was used as
the control. The plate was incubated on a rotary shaker at 200 rpm
and 37 �C. OD values were examined at 600 nm at the pre-
determined time (12, 16, 20, 24, 30, 48, 60, and 72 h) with the
microplate reader (Spark, Tecan Group Ltd., Switzerland). The
kinetic lysis curve of V. vulnificus by B. bacteriovorus was plotted
against the OD values.

2.8. qPCR determination of B. bacteriovorus copy numbers

Five primers were designed from the unique conserved region of
B. bacteriovorus based on the alignment of the 16S rDNA se-
quences available in GenBank, including 94F, TCTGTCA-
GATGGGAAGAATGGTC; 113F, GGTCATTGGTCTAATAGGC
CTT; 306R, ATAGTTTCAGACGCAGTTTCGG; 310R, ATTG
ATAGTTTCAGACGCAGTTTCGG; 336R, TTCCACTTCCCCC
TCCAAC. Six primer pairs were paired for the next amplification
investigation and the optimal pair of primers was selected by PCR
(polymerase chain reaction) electrophoresis analysis. The standard
curve method was used for the quantification of B. bacteriovorus
solutions with serial dilutions of B. bacteriovorus. An aliquot
(20 mL) reaction solution in the specific qPCR (quantitative PCR)
assay contained 10 mL of SYBR qPCR Master Mix (Vazyme),
0.4 mL of each primer (10 mmol/L), 1 mL of template and 8.2 mL
of ddH2O. The PCR procedure included 95 �C for 3 min, 40 cycles
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of 95 �C for 10 s, 60 �C for 10 s, 72 �C for 30 s, 95 �C for 15 s,
60 �C for 60 s, and 95 �C for 15 s in turn. All experiments were
performed in triplicate.

2.9. In vitro release of B. bacteriovorus from BG

A BG disc (10 mm in diameter) was added to 900 mL of sterile
water followed by gentle shaking (80 rpm) at 34 �C. An aliquot
(10 mL) of release media was withdrawn at the predetermined time
points (0, 0.167, 0.5, 1, 2, 4, 8, and 24 h) and the released B.
bacteriovorus was determined with the above qPCR method.

2.10. Antibacterial experiment

The antibacterial ability of BG against V. vulnificus was evaluated
with the inhibition zone method. A V. vulnificus suspension
(1 � 108 CFU/mL, 100 mL) in LB media was evenly spread on the
agar surface of a plate. A saline-immersed sterile paper disc, a
blank hydrogel disc, an Aquacel Ag disc and a BG disc were
placed on the agar surface of the single plate, respectively. All the
discs had the diameter of 10 mm and the three plates were
employed. The plates were preserved in an incubator for 24 h at
37 �C. Inhibition zones were measured with a digital vernier
caliper and photographed. Moreover, a series of fresh BG were
preserved at 4 �C for 1, 3, 5, and 7 days, respectively, and their
antibacterial ability was also investigated as above.

2.11. Treatment of V. vulnificus-infected wounds

V. vulnificus-infected skin wounds were prepared as follows. The
mice were anesthetized with 4% chloral hydrate solutions. The
dorsal hair of mice was shaved and a circular (10 mm in diameter)
of full-thickness skins was cut off to obtain a full-thickness skin
wound. The wound was covered with a seawater-soaked sterile
gauze for 1 h to mimic SWI and then infected by dropping a V.
vulnificus suspension (1 � 107 CFU in 50 mL PBS) on the wound.
Fifty-four mice were injured and infected. They were randomly
divided into three groups (18 mice/group), including the infected
control group without treatment, the Aquacel Ag treatment group,
and the BG treatment group. The wounds in the two treatment
groups were covered with Aquacel Ag and BG discs of 10 mm in
diameter, respectively. The wounds in the infected control group
were only covered with sterile gauzes. In addition, the full-
thickness skins of 18 mice were cut off and they were as the
uninfected control group without infection, in which the wounds
were only covered with sterile gauzes. All the used formulations
were fixed with medical bandages. Both Aquacel Ag and BG were
refreshed on Days 3 and 7. The wounds were photographed on
Days 0, 3, 7, and 10, and the wound area was analyzed using
ImageJ software (the National Institute of Health, USA). Wound
recovery rates were calculated as Eq. (3):

Wound recovery rate (%) Z (A0 � At)/A0 � 100 (3)

A0 represents the wound area on Day 0, and At indicates the wound
area at measuring time points.

Six mice each group were sacrificed on Days 3, 7, and 10,
respectively, and the wound tissues were excised. The skin samples
of three mice each group were used to determine inflammatory
cytokines, and the other samples were used in histopathological and
immunohistochemical studies.
2.12. Determination of bacteria and inflammatory cytokines in
wounds

Exudate (2 mL) was collected from the wounds of three mice in
the infected control group, the Aquacel Ag group, and the BG
group on Day 3, respectively. The exudate was 100 times diluted
with PBS. The dilution (50 mL) was evenly spread on nutrient agar
plates. Bacterial colonies were counted after cultivation for 24 h at
37 �C.

The excised wound samples of three mice each group were
homogenized with sterile saline to get 10% (w/v) homogenates.
The wound homogenates were centrifuged at 5000�g, 4 �C for
15 min (Kecheng Instrument and Equipment Co., Ltd.). The su-
pernatants were collected to determine the inflammatory cytokines
(TNF-a and IL-6) with the enzyme-linked immunosorbent assay
(ELISA) kits. OD values at 450 nm were determined with the
microplate reader (Biotek Instruments), which were used to
calculate the cytokine concentrations.

2.13. Histopathology and immunohistochemistry

The excised wound tissues of three mice each group were fixed in
4% (w/v) paraformaldehyde buffers, dehydrated with ethanol, and
placed in xylene. The samples were embedded in paraffin, cut into
ultrathin sections, and separately stained with hematoxylin-eosin
(H&E) and Masson’s trichrome. The stained samples were pho-
tographed with a microscope (BDS200-FL, Chongqing Optec
Instrument Co., Ltd., Chongqing, China) to inspect histological
changes.

The sample sections for immunohistochemical staining were
incubated with 5% BSA at room temperature for 30 min to block
nonspecific binding sites. The slices were washed with PBS and
separately incubated with the primary antibodies anti-CD31 and
F4/80 (Abcam, 1:200 dilution) at 4 �C overnight. The samples
were washed with PBS, and incubated with the secondary anti-
bodies that were HRP-labelled goat anti-rabbit IgG (Abcam, 1:200
dilution) for 50 min at room temperature. A DAB kit was applied
for color developing and then the nuclei were stained with he-
matoxylin. The samples were dehydrated with ethanol, mounted
with neutral resin, and photographed with the microscope
(Chongqing Optec Instrument Co., Ltd.). Expression levels of
CD31 and F4/80 were quantified by Image-Pro Plus software
(Media Cybernetics, Inc., USA).

2.14. Statistical analysis

All data expressing as mean � standard deviation (SD) of at least
three replicates were analyzed statistically using SPSS 16.0 soft-
ware (SPSS, Chicago, IL, USA). One-way analysis of variance
(ANOVA) with the LSD test was carried out to compare between
multiple groups. Statistical difference was considered to be sig-
nificant when P < 0.05.

3. Results and discussion

3.1. Characteristics of B. bacteriovorus and BG

B. bacteriovorus was a tiny, motile, delta-proteobacteria of about
0.4 � 1.4 mm in size with a long polar flagellum (Fig. 1A). The
strong swimming ability of B. bacteriovorus allowed it
approaching its prey. We observed that B. bacteriovorus were



Figure 1 Characteristics of B. bacteriovorus and BG. TEM images of single B. bacteriovorus (A), and B. bacteriovorus (indicated with red

arrows) invading V. vulnificus (indicated with blue arrows) (B). Preparation procedure of BG and its SEM image and its pore size distribution (C).
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significantly attacking its prey (i.e., V. vulnificus) by attaching the
bacterial surface and penetrating the cell wall (Fig. 1B). It would
multiply inside the host cells and cause the lysis of infested cells.
Many progeny B. bacteriovorus would release from the destroyed
prey and invade the next prey and this phenomenon was also re-
ported by others18,36.

The freeze-dried BG was highly porous like homogenous
sponges (Fig. 1C). The mean pore size was 90 � 25 mm according
to the analysis of ImageJ software (Fig. 1C). The porous structure
of hydrogels can well absorb wound exudates and maintain a
proper humid condition. In addition, the porous hydrogel would
make B. bacteriovorus free swimming and nutrients and oxygen
transferring, favoring B. bacteriovorus approaching and capturing
the prey.

The unique porous structure of the hydrogel was formed based
on the interpenetrating network of PVA/SA, which resulted from
freeze-thawing-induced crosslinking of PVA and Ca2þ-induced
crosslinking of SA (Fig. 1C). PVA can be physically cross-linked
without any crosslinking agents37. Whereas, SA changes to gels
only after Naþ is replaced by divalent cations, such as Ca2þ, Ba2þ

and Zn2þ, forming the egg-box structure38. SA hydrogels are the
good scaffold for tissue engineering, guiding and promoting cell
adhesion, growth, even the formation of new tissues based on their
similar structure to the natural extracellular matrix39. However,
only single PVA or SA hydrogels are not optimal for wound
healing because of the low stability of SA hydrogels and the weak
cell attachment of PVA hydrogels40,41. In this study, we prepared
the dual-network PVA/SA hydrogel to achieve the tissue adhesion,
improve wound healing, and load B. bacteriovorus. In addition,
the temporary preparation of BG before application from the
lyophilized PVA/SA hydrogel and B. bacteriovorus suspensions
can ensure the quality of hydrogels and the activity of B.
bacteriovorus.

3.2. High safety of BG

The cell safety of materials for wound healing is important
because they directly contact the epidermal tissues and even
enter the body42. We found that B. bacteriovorus, blank hydro-
gels and BG showed high L929 cell cytocompatibility according
to the Live/Dead staining assay results with high cell viability
after 24 h co-incubation, where the cells still maintained the
same normal spindle shape as the control (Fig. 2A). Other reports
also demonstrate the biosafety of B. bacteriovorus because it
cannot interact with eukaryotic cells43. The biosafety of PVA and
SA is also confirmed in wound healing treatment44. By contrast,
Aquacel Ag remarkably induced the death of L929 cells
(Fig. 2A). Only less than 50% cell viability was shown for the
50% extract of Aquacel Ag, and in the case of the 100% extract
of Aquacel Ag, the cell viability decreased to about 40%
(Fig. 2B). Agþ ions interact with proteins to exhibit bacterial
toxicity and they also lead to the toxic effect on cells due to its
intrinsic property45.

Hemolysis experiments further demonstrated the biosafety of
B. bacteriovorus, blank hydrogels and BG, and moreover, the
toxicity of Aquacel Ag. The supernatants were nearly colorless



Figure 2 In vitro biocompatibility of B. bacteriovorus, blank hydrogels, BG, and Aquacel Ag. (A) Live/dead staining images of L929 cells in

different groups. (B) L929 cell viability after co-incubation with B. bacteriovorus, the extracts of blank hydrogels, BG, and Aquacel Ag. (C)

Photographs of the supernatants after RBC co-incubation with Triton X-100 (positive control), B. bacteriovorus, blank hydrogels, BG, saline

(negative control), and Aquacel Ag. (D) Hemolysis rates of different samples. Data are presented as mean � SD (n Z 3; ns, not significant).
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and transparent after co-incubation of RBC suspensions and the
above materials with the very low hemolysis rates of less than 2%
(Fig. 2C and D), indicating no hemolysis. In contrast, Aquacel Ag
induced serious hemolysis with the similar red supernatants and
the hemolysis rate (about 94%) to Triton X-100 (Fig. 2C and D).
Other reports also showed the hemolysis of Agþ formulations46.
Therefore, the high safety of BG would make it more suitable as
the treatment of infected wounds than Aquacel Ag.

B. bacteriovorus is non-toxic and non-pathogenic when
delivered via inhalation, oral, eye or directly injected into ani-
mals17,47,48. B. bacteriovorus has the unique lipopolysaccharide
(LPS) that owns a neutral lipid A different from the negatively
charged phosphate residues in the LPS of pathogenic bacteria49. It
is known that the negatively charged LPS is the major reason of
serious inflammatory response. Aquacel Ag is clinically applied
based on its strong bacteria-killing ability; however, it also ex-
hibits cytotoxicity to mammalian cells50, often resulting in
delayed wound re-epithelialization51,52. B. bacteriovorus is defi-
nitely scavenged and removed by the immune cells in the body so
that B. bacteriovorus is safe13,17e20. However, this feature limits
its application in the deep tissues. In this study, we used the B.
bacteriovorus hydrogel formulation topically in the surface
wounds that had much fewer immune cells than the deep tissues,
which provided the opportunity to apply B. bacteriovorus for-
mulations. Moreover, if a little B. bacteriovorus could enter the
deep tissues, they would be quickly removed by the immune
system.

3.3. Rapid release of B. bacteriovorus from BG

The pair of primers (113F and 306R) was optimal in the PCR
electrophoresis analysis of B. bacteriovorus based on its highest
PCR amplification efficiency and no primer dimer (Supporting
Information Fig. S2). A linear standard curve was obtained in
the range of 101�106 B. bacteriovorus copies per reaction. The
bacterial copy numbers in the solutions were calculated by the
linear equation based on Ct values (Fig. 3A). After BG contacted
the sterile water, B. bacteriovorus quickly released to the sur-
roundings to achieve 2.67 � 107 PFU/mL, and the rapid release
profile maintained within 2 h (Fig. 3B), which was beneficial to
its antibacterial effect. The rapid and complete release behavior
of B. bacteriovorus from BG may be related to the good motility
of B. bacteriovorus and the porous structure of the PVA/SA
hydrogel (Fig. 1).

3.4. High bactericidal ability of BG

B. bacteriovorus is a highly motile Gram-negative predatory
bacterium, possessing the ability to control a variety of pathogen
infections in vitro18,53. V. vulnificus alone rapidly grew within 24 h
with developing opacification and accelerating OD600 values fol-
lowed by slow decreasing profiles due to space limitations
(Fig. 4A). In contrast, the mixture of B. bacteriovorus and V.
vulnificus maintained transparent and always showed decreasing
OD600 profiles, indicating the gradual disappearance of V. vulni-
ficus (Fig. 4A). Therefore, B. bacteriovorus had strong inhibition
ability on the growth of V. vulnificus.

The strong bacterial inhibition ability of B. bacteriovorus was
also demonstrated by the inhibition zone assay. In one plate, B.
bacteriovorus showed a much larger inhibition zone against V.
vulnificus than Aquacel Ag while saline and blank hydrogels had
no inhibition zone (Fig. 4B). Moreover, the inhibition zone
diameter (24.5 � 0.7 mm) of BG had very significant difference
(P < 0.001) from that (14.6 � 0.7 mm) of Aquacel Ag (Fig. 4C).



Figure 3 Quantitative detection of B. bacteriovorus release from BG in vitro. (A) Standard curve of B. bacteriovorus in solutions ranging from

101 to 106 copies per reaction. (B) Release profile of B. bacteriovorus from BG. Data are presented as mean � SD (n Z 3).
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The large inhibition zone of B. bacteriovorus demonstrated that it
killed distant bacteria by proliferation and self-propelling, har-
nessing the power of predatory bacteria as a “live antibiotic”.
Besides V. vulnificus, BG also exhibited strong antibacterial ac-
tivity against E. coli, P. aeruginosa, meropenem-resistant P. aer-
uginosa, and their mixture (Supporting Information Fig. S3A�E).
Moreover, we found that BG and meropenem had the similar
antibacterial ability against P. aeruginosa. But only BG showed
strong anti-resistant P. aeruginosa activity (Fig. S3F�G). There-
fore, the broad-spectrum antibacterial ability and resistance-
independent property of BG are confirmed. The survival time of
B. bacteriovorus in BG was very long. After storage of BG at 4 �C
for Days 0, 1, 3, 5, and 7, the antibacterial activity of B. bacter-
iovorus still maintained strong with the similar inhibition zone
against V. vulnificus (Fig. 4D and E). However, after exposure in
the air for 24 h, the antibacterial activity of BG had a little
decrease (Supporting Information Fig. S4), which might be
attributed to the water loss from the hydrogel and the motility
decrease of B. bacteriovorus. Therefore, BG should be sealed in
the package before use.
Figure 4 Bactericidal ability of BG. (A) OD600 values and typical appe

bacteriovorus and V. vulnificus depending on time. (B) Inhibition zone pho

inhibition zones in Graph B. (D) Inhibition zone photographs of BG stored

D. Data are presented as mean � SD (n Z 3, ***P < 0.001; ns, not sign
3.5. High improved infected wound healing ability of BG

The V. vulnificus-infected wounds were serious due to the infec-
tion, especially in the early stage (Fig. 5A). Although the infected
control group had gradually accelerating wound closure, the
healing speed was still less than that of the uninfected control
group (Fig. 5A and B). Aquacel Ag showed the remarkable su-
periority of wound healing in the early stage (Day 3) compared
with the infected control that secreted yellow exudates, but no
significant difference from the uninfected control during the whole
wound healing process (Fig. 5A and B). The rapid bacterial in-
hibition of Aquacel Ag could be the major reason, although the
infection severity changed weak in the late stage and the bacte-
ricidal ability became not important. In contrast, BG showed
accelerating wound healing compared to the other groups
including the uninfected control with statistical significance
(P < 0.01 or P < 0.001). On Day 10, the wound closure of the BG
group had approached 100%, although those of the uninfected
control group and the Aquacel Ag group approached 80%, and
that of the infected control group was about 70%.
arance of V. vulnificus suspensions and the mixture suspensions of B.

tographs of different samples against V. vulnificus. (C) Analysis of the

at 4 �C for different days. (E) Analysis of the inhibition zones in Graph

ificant).



Figure 5 Wound healing ability of different preparations. (A) Photos and simulated area of the wounds on Days 0, 3, 7, and 10 in different

groups. The minimal scale of the ruler is 0.5 mm. (B) Wound closure rates in different groups. (C) H&E staining and Masson’s trichrome staining

images of the wounds on Day 7 and 10 in different groups. Scale bar Z 500 mm. Data are presented as mean � SD (n Z 3, **P < 0.01,

***P < 0.001).
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One key representation of wound healing is wound closure that
prevents the further invasion of microorganisms54. Infected
wounds usually have a slower healing process than uninfected
wounds due to the severe impediment of bacterial infection55. If
the infection was inhibited, the wounds would be healed quickly
as the same as the uninfected wounds, e.g., the Aquacel Ag group
vs. the uninfected control group (Fig. 5B). Interestingly, BG can
improve the healing of infected wounds much better than that of
uninfected wounds, where the former had the wound closure rates
of 48%, 85%, and 94% on Days 3, 7, and 10, respectively, and the
latter had 18%, 52%, and 81%. The such good wound healing
effect of BG must be related to not only its strong antibacterial
ability but also the unique dual-network hydrogel structure of
PVA/SA hydrogels. The next studies further uncovered the
mechanism of BG enhancing the healing of infected wounds.

The pathological sections of the wounds showed the details of
wound healing. On Day 7, local tissue necrosis, epidermal dam-
age, and inflammatory cells aggregation occurred in all the groups
except the BG group (Fig. 5C). The BG group showed a complete
epithelial layer with only a little inflammatory cell infiltration. On
the contrary, the infected control group and the Aquacel Ag group
showed a large accumulation of inflammatory cells, indicating
severe inflammation after bacterial infection. The uninfected
control group showed wide gap between the epidermis and dermis
in the wound. In the BG group, the granulation tissue was
completely covered by the new layer of epidermis and the wound



Figure 6 Bacterial numbers and pro-inflammatory cytokine levels in wounds. Photos of V. vulnificus colonies in wound exudates on Day 3 (A),

and the colony counts (B). Expressions of TNF-a (C) and IL-6 (D) in wound tissues. Data are presented as mean � SD (n Z 3, *P < 0.05,

**P < 0.01, ***P < 0.001).
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space shrank without obvious necrosis. On Day 10, BG had
improved the formation of continuous and intact epidermis and the
granulation tissue was well formed and skin appendages such as
sebaceous glands and hair follicles were emerging. In contrast,
there were still inflammatory and necrotic cells in the infected
control group and the Aquacel Ag group and the dermis was
disorganized, indicating a slow wound healing process.

In addition, the Masson’s trichrome staining of wound tissues
further indicated the difference of collagen fiber formation and
deposition between the groups (Fig. 5C). On Day 7, a large area of
light blue collagen fibers appeared in the BG group, while the red-
stained necrotic tissue with little blue-stained collagen appeared in
the infected control group and the Aquacel Ag group. On Day 10,
the BG group possessed uniform and order mature collagen
deposition, similar to the normal structure of dermis. Whereas, the
Aquacel Ag group exhibited the comparatively dense collagen
formation to the BG group but the collagen fibers were disordered.
Aquacel Ag could delay wound re-epithelialization due to its
cytotoxic effect against rapidly proliferating cells such as fibro-
blasts and keratinocytes50.
Figure 7 Expressions of CD31 and F4/80 in the wound tissues on Days

F4/80 (A). The quantitative analysis of CD31 (B), and F4/80 (C). Red circ

mean � SD (n Z 6, *P < 0.05, **P < 0.01, ***P < 0.001).
3.6. High in vivo antibacterial and anti-inflammatory ability of
BG

The above experiment had shown the infection achieved the most
on Day 3 (Fig. 5A). The wound exudates of different groups were
collected and incubated on this day and we found that the infected
control had a great deal of bacteria much more than the two
treatment groups (Fig. 6A and B). Moreover, the number of
bacteria in the BG group was much lower than that in the Aquacel
Ag group. Therefore, BG exerted high in vivo antibacterial ability.

The pro-inflammatory cytokines including TNF-a and IL-6 are
involved in the up-regulation of inflammatory reactions, which
hinder wound healing56. TNF-a and IL-6 in the infected control
group maintained the highest levels in the whole process among
all the groups (Fig. 6C and D), indicating severe inflammatory
responses after bacterial infection in the wounds. In contrast, the
levels of TNF-a and IL-6 in the BG group always kept lowest, and
significantly lower than those in the Aquacel Ag group on Days 7
and 10 (P < 0.05 or P < 0.01). Bacterial endotoxins promote the
expression of pro-inflammatory cytokines (e.g., TNF-a and IL-6).
7 and 10. The images of immunohistochemical staining of CD31 and

les indicate blood vessels. Scale bar Z 100 mm. Data are presented as
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The high antibacterial ability of BG also led to weak inflammatory
response, improving wound healing.

3.7. Enhanced expression of CD31 and reduced expression of
F4/80 by BG

Neovascularization reflects the degree of tissue reconstruction
and skin function recovery. The normal wound repair requires
the formation of blood vessels in the new dermis to provide
oxygen and nutrients. In general, angiogenesis involves the
proliferation and migration of endothelial cells. Therefore, the
expression of CD31, a biomarker of endothelial cells, is used to
analyze the neovascularization at the wound sites and tested by
immunohistochemistry57. The positively stained endothelial
cells lined in a liner or a closed loop shape are recognized as a
blood vessel58. On Day 7, the CD31 expression in the BG group
was higher than those in the other groups, exhibiting the for-
mation of more new blood vessels; on Day 10, the CD31
expression in the BG group was further enhanced with high
significant differences from the other group (Fig. 7). Therefore,
BG has the excellent wound healing effect via improving
neovascularization.

F4/80 as a major macrophage marker indicates the maturation
and activation of macrophages59e61. The massive proliferation
and infiltration of macrophages are induced by wound infections
and the activated macrophages could improve the production of
excessive pro-inflammatory cytokines, leading to tissue injuries62.
Brown-stained F4/80 expressions indicate the level of macro-
phages at the wound sites. On Days 7 and 10, the BG group al-
ways kept low F4/80 levels similar to the uninfected control
group. However, on Day 7, both the infected control group and the
Aquacel Ag group showed much higher F4/80 levels than the
former two groups (Fig. 7C). On Day 10, the F4/80 levels in the
Aquacel Ag group remarkably decreases, though higher than that
in the BG group. Therefore, BG reduces macrophage activation
and inflammatory response.

4. Conclusions

B. bacteriovorus is a promising biotherapy for various bacterial
infections, although its growth and applications need an appro-
priate environment. However, B. bacteriovorus may be phagocy-
tized by immune cells in the body so that its application in the
immune cell-abundant deep tissues is limited. We created a
hydrogel formulation to load B. bacteriovorus, providing the
appropriate environment for its growth and expanding its topical
application in treatment of wound infection. The high antibacterial
ability of B. bacteriovorus and the improved wound healing
function of hydrogels are organically combined; more impor-
tantly, the hydrogel is completely biocompatible. Based on the
diversity of the preys of B. bacteriovorus, BG is a promising
broad-spectrum treatment of infected wounds.
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