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Bacterial infections cause considerable morbidity and expensive healthcare costs. The prescription of

broad-spectrum antimicrobial drugs results in failure of treatment or overtreatment and exacerbates the

spread of multidrug-resistant pathogens. There is an emergent demand for rapid and accurate methods

to identify pathogens and conduct personalized therapy. Here, we develop a herringbone microfluidic

chip integrated with vancomycin modified magnetic beads (herringbone-VMB microchip) to enrich

pathogens. The enriched pathogens are identified by matrix-assisted laser desorption ionization time-of-

flight mass spectrometry. The herringbone-VMB microchip applies passive mixing of bacterial samples by

generating microvortices, which significantly enhances the interaction between bacteria and vancomycin

modified magnetic beads and leads to more efficient enrichment compared to in-tube extraction. Four

common pathogens in urinary tract infections are utilized to validate the method, and the capture

efficiency of the bacteria from urine is up to 90%. The whole procedure takes 1.5 hours from enrichment

to identification. This method shows potential in shortening the turnaround time in the clinical diagnosis

of bacterial infections.

Introduction

Bacterial infections, such as urinary tract infections (UTIs), are
the most common community-acquired and hospital-acquired
infections, causing considerable morbidity and medical care
expenditure.1,2 Moreover, complicating factors, such as
obstructive urolithiasis, indwelling catheters and urinary tract
surgeries, increase the risk of urosepsis, and the related mor-
tality is up to 20%.3,4 It is worth noting that the inappropriate
empirical therapy by broad-spectrum antibiotics contributes to
the rise of drug-resistant and multidrug-resistant pathogens,
which is a significant threat to global healthcare.5 These drive
the need for rapid diagnosis of infections and accurate pre-
scription of antibiotics.

The routine screening assays of UTIs in clinical micro-
biology laboratories include urine dipstick tests, microscopic
urinalysis and Gram stain, which, however, suffer from poor
specificity and sensitivity.6,7 Besides, the methods cannot
provide information on pathogen identities. Bacterial identifi-
cation methods include typical bacterial culture identifi-
cation,8 genotype-based identification, such as fluorescence
in situ hybridization and PCR,9 and matrix-assisted laser de-
sorption/ionization time-of-flight (MALDI-TOF) mass spec-
trometry (MS)-based biotyping.10 Bacterial culture identifi-
cation is time-consuming and of low accuracy.11 The genotype-
based methods normally require prior information of all poss-
ible urinary pathogens, limiting their widespread
application.12,13 Among the various methods, MALDI-TOF MS
is a powerful tool for high-throughput bacterial identification.
It performs well without prior information and is friendly to
non-professional users. However, pure isolates are required for
MALDI-TOF-based bacterial identification, which usually takes
6 to 48 hours or even longer, limiting the turnaround time of
bacterial identification by MALDI-TOF MS.14

Microfluidic chip-based methods have been developed to
enrich bacteria from original specimens based on mechanical
isolation and biochemical affinity to shorten the turnaround
time of bacterial culture.15–18 While designing microfluidic
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chips with special patterns, the interaction between target bac-
teria and recognition units can be enhanced by inducing
microvortices in laminar flow with a low Re.19 Compared with
the active mixing driven by external power, passive mixing by
specific micro-structures has advantages of energy saving and
less heat damage, and thus passive mixers have been adopted
frequently to increase the mixing efficiency in
microfluidics.20,21 Zheng et al. developed an optical
biosensor based on porous gold@platinum nanocatalysts inte-
grated with a passive micromixer for the detection of
Salmonella typhimurium.22 Jung et al. reported a passive micro-
mixer combined with capillary electrophoresis for pathogen
detection.23

In addition to the microfluidic chips based on polydi-
methylsiloxane (PDMS), paper-based chips relying on bio-
chemical affinity have also been widely used to isolate
bacteria from complex matrices. Wang et al. deposited anti-
body-conjugated gold nanoparticles on a graphene oxide
paper-based working electrode to capture and detect
Escherichia coli O157:H7 from both ground beef and cucum-
ber.24 Pang et al. developed a paper-based enzyme-linked
immunosorbent assay to detect E. coli O157:H7 from Chinese
cabbage.17

A variety of materials with different recognition units have
been reported for bacterial capture. Zheng et al. fabricated a
lectin functionalized ZnO nanorod for Escherichia coli capture
and detection.25 Liu et al. developed three-dimensional carbon
foam pre-grafted with nanowires to capture bacteria from
blood, adopting concanavalin A as the recognition unit.26 Choi
et al. prepared gold nanoparticles modified with specific anti-
bodies to capture Salmonella enterica.27 Shen et al. developed a
bacterial capture platform based on mesoporous TiO2-coated
magnetic nanoparticles modified with a target aptamer.28 The
adoption of specific recognition units, such as antibodies,
aptamers, peptides, and bacteriophages, can provide high sen-
sitivity against target pathogens, but less flexibility in appli-
cation. For untargeted analysis by MALDI-TOF, recognition
units against a broad range of pathogens, such as concanava-
lin A,26,29 Fc-mannose-binding lectin,30 4-MPBA,31 and vanco-
mycin,32 are preferred. It is worth mentioning that vancomycin
has been proven to be a powerful broad-spectrum recognition
unit of Gram-positive pathogens with relatively high capture
efficiency in a number of reports.32–34

Herein, we report a herringbone microfluidic chip com-
bined with vancomycin modified magnetic beads (herring-
bone-VMB microchip) to enrich bacteria followed by
MALDI-TOF identification. With the herringbone microstruc-
ture, chaotic mixing occurs in the microfluidic chip that can
improve the contact probability between bacteria in fluid and
immobilized magnetic beads for more efficient bacterial
enrichment. Four UTI pathogens were used to validate the per-
formance of the herringbone-VMB microchip. Highly efficient
enrichment of target bacteria from urine samples was
obtained. The enriched bacteria were then subjected to
MALDI-TOF MS analysis. The whole analysis procedure takes
1.5 hours from enrichment to identification, and it is feasible

to identify pathogens directly from UTI patients without bac-
terial culture.

Experimental section
Reagents and chemicals

Vancomycin hydrochloride (from Streptomyces orientalis,
≥90%), 4-morpholineethanesulfonic acid (MES, ≥99%), N-(3-
dimethylaminopropyl)-N′-ethylcarbodiimide hydrochloride
(EDC, ≥98.0%), N-hydroxysuccinimide (NHS, 98%), 2,5-dihy-
droxy-benzonic acid (DHB, >99.0%), Tween-20 and alpha-
Cyano-4-hydroxycinnamic acid (HCCA, ≥99%) were all from
Sigma-Aldrich Inc. (Saint Louis, USA). PuriMag™ GL-NH2 mag-
netic beads (10 mg mL−1, 200 nm in diameter) were from
PuriMag Biotech Ltd (Xiamen, China). Phosphate buffered
saline (PBS) was from Sangon Biotech Co., Ltd (Shanghai,
China). A MICROCHEM SU-8 2025 Photoresist and
MICROCHEM SU-8 Developer were from Kayaku Advanced
Materials, Inc. (MA, USA). Acetonitrile (ACN, ≥99.9%) was pur-
chased from Merck (Darmstadt, Germany). Trifluoroacetic acid
(TFA, 99.0%) was from Adamas Reagent Co., Ltd (Shanghai,
China). The SYLGARD 184 silicone elastomer base and curing
agent were from Dow Corning Corp (MI, USA). Deionized (DI)
water (18.2 MΩ cm) was purified using a Smart-Q deionized
water system (Hitech Instruments Co., Ltd, Shanghai, China)
and used in all aqueous solutions.

Design and fabrication of the microfluidic chip

The microfluidic chip was composed of repetitive
herringbone units and a serpentine channel (Fig. 1A) to
induce micro-vortices in a laminar flow. The dimension of the
designed microfluidic chip was 82.0 mm × 57.2 mm (Fig. S1†).
The width and the depth of the microchannel were 1000 μm
and 100 μm, respectively, while the height of each
embedded herringbone ridge was 50 μm. A pattern of ten her-
ringbones was arranged periodically asymmetric, two such pat-
terns form a unit, and there were 221 herringbone units
(Fig. S1 and 2†).

The fabrication of the mold of the microfluidic chip was
based on an alignment method employing a multilayer soft-
lithography technology.35 The mask of each layer was first
designed and a multilayer mold was prepared by stacking two
patterned layers on a silicon wafer (Fig. S1†). Then the PDMS
layers with and without patterns were fabricated by pouring a
fully blended mixture of the base and curing agent (weight
ratio = 10 : 1) into the mold with subsequent baking at 65 °C
for 2 hours. Then, the two PDMS layers were peeled off gently
and punched to create an inlet and an outlet. The processed
PDMS layers were assembled by the oxygen plasma bonding
method36 and thermally stabilized at 65 °C for 2 hours for
strong crosslinking.

Simulation of fluid flow in microchannels

The simulation of fluid flow in microchannels was powered
using the Fluent module in Ansys 19.2 (Southpointe 2600
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Ansys Drive, Canonsburg, USA). Since the chip was made up of
221 repetitive units, we chose one unit (3.88 mm × 1.0 mm ×
0.1 mm) as the simulation object. The input flow rate was
500 μL h−1 (i.e., the inlet velocity = 0.001389 m s−1), and the
outlet flow rate was dependent on ambient pressure. The fluid
was set as water and simulated under the Laminar-viscous
model. The global parameters were set corresponding to the
actual experimental conditions: the gravitational acceleration,
pressure and temperature were 9.81 m s−2, 101.325 kPa and
288.16 K, respectively.

Modification of vancomycin on the magnetic beads

The synthesis of vancomycin modified magnetic beads (VMBs)
was performed using an EDC/NHS crosslinking method modi-
fied from a previous report.32 One hundred μL of GL-NH2 mag-
netic beads (10 mg mL−1) were extracted and washed with
100 μL of MEST (30 mmol L−1 MES, 0.05% Tween-20 in DI
water, pH = 6.0) 3 times. Then the magnetic beads were resus-
pended in 200 μL of MEST solution containing 10 mg of EDC,
10 mg of NHS, and 20 mg of vancomycin, followed by an ultra-
sonic reaction for 1 hour. After the reaction, the supernatant
was removed from the VMBs by employing a magnetic separa-
tor and the VMBs were washed with 200 μL of MEST 4 times to
remove the unreacted vancomycin. Finally, the VMBs were
resuspended in 200 μL of MEST solution, i.e. with a final con-
centration of 5 mg mL−1 VMBs, and stored at 4 °C for use (≤13
days, Fig. S3†).

Bacterial culture

Four Gram-positive strains highly related to UTIs were involved
in this work, including Staphylococcus aureus (S. aureus strain
ATCC 25923), Staphylococcus hominis (S. hominis strain
R16932), Streptococcus epidermidis (S. epidermidis strain CICC
10436), and Enterococcus gallinarum (E. gallinarum strain
W19007). The strains were obtained from the American Type

Culture Collection (ATCC, Manassas, VA, USA), China Center of
Industrial Culture Collection (CICC, Beijing, China), or
Bioyong Technologies Inc. (Beijing, China). These strains were
cultivated in TSB (Trypticase Soy Broth) overnight at 37 °C in a
shaking incubator at 175 rpm. Then 1 mL of the cultures was
centrifuged at 12 000g for 2 min, washed 3 times, and finally
diluted in PBST (PBS buffer with 0.05% Tween-20) to prepare
the bacterial suspension for further use. To quantify the
numbers of bacteria, the bacterial concentration–absorbance
curve was plotted for each bacterial strain at a wavelength of
450 nm (OD450) using a Multiskan FC spectrophotometer
(Thermo, Massachusetts, USA) (Fig. S4†).

Assembly of the microfluidic setup

The VMB suspension was pumped into the microfluidic chip
to fill up the microchannels and then a 3D-printed substrate
implanted with a NdFeB block magnet was posed under the
chip to immobilize the VMBs and remove the buffer (Fig. 1A).
After the MEST buffer was flushed out of the microfluidic chip
at a flow rate of 2500 μL h−1 (controlled by LSP04-1A 4
Channels Syringe Pump, Longer Precision Pump Co., Ltd,
China), the VMBs were evenly dispersed and tightly attached
on the bottom of the herringbone microstructures for bacterial
enrichment (Fig. S5†).

Extraction of bacteria

Bacterial sample (107 CFU mL−1 bacteria in PBST, 250 μL) was
pumped into the microfluidic device at a flow rate of 250 μL
h−1. After each enrichment experiment, the magnet was
removed and the bacteria@VMB complex was flushed off the
channels and washed with DI water three times to form 1 μL
of the bacteria@VMB extraction sample for the subsequent
MALDI-TOF identification. The same experimental procedure
was applied to extract bacteria from a spiked urine sample.
2.5 mL of human urine sample spiked with bacteria (106, 105,

Fig. 1 (A) Schematic illustration of the assembly of the integrated device for bacterial capture, consisting of a magnet, a herringbone microchip and
a 3D-printed base. Fluids containing bacteria are pumped into the microfluidic chip from the inlet and collected at the outlet with a clean microcen-
trifuge tube. (B) Photo of the integrated device. (C) Workflow of enrichment and MALDI-TOF analysis of UTI bacteria, consisting of the loading of
vancomycin modified magnetic beads (VMBs), enrichment of bacteria from urine, elution of VMB@bacteria, and MALDI-TOF MS analysis.
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104, or 103 CFU mL−1) were filtered using a 5 μm filter mem-
brane, centrifuged at 12 000g for 2 min, and then resuspended
in 250 μL of PBST for bacterial enrichment.

The capture efficiency (η) was calculated based the OD450

values of the initial bacterial sample, the unbound bacterial
outflow and the bacterial concentration–absorbance curve
(Fig. S4†):

η ¼ ðc0 � cÞV
c0V

� 100% ¼ c0 � c
c0

� 100%

where c0 means the original bacterial concentration before
capture, c means the bacterial concentration after capture, and
V means the volume of the bacterial suspension.

MALDI-TOF identification of captured bacteria

One μL of the VMB@bacteria complex and 1 μL of the refer-
ence sample (108 CFU mL−1 bacteria in DI water) were de-
posited on a sample well of a MALDI plate, respectively, using
a droplet-by-droplet protocol,37 and then overlayered with 1 μL
of the HCCA matrix (saturated HCCA in Vacetonitile/Vwater/VTFA =
50% : 47.5% : 2.5%). When the solvent was completely evapor-
ated, the samples were analysed with a MALDI-TOF mass
spectrometer (Clin-TOF II, Bioyong Technologies Inc., Beijing,
China) in a linear positive mode. Mass calibration was con-
ducted with the standard protein mixture of cytochrome c,
myoglobin, insulin, and ubiquitin, and the tolerance was set
as 500 ppm. Five hundred laser shots were accumulated for
each sample spot.

Ethics declarations

Human urine samples were collected from a healthy volunteer.
The research protocol was approved by the Ethics Committee
of the Fudan University, and complied with all relevant laws
and regulations of China. Informed content was obtained
from the participant.

Results and discussion
Simulation of the flow in the microfluidic chip

The schematic illustration of the method is shown in Fig. 1,
consisting of the assembly of the experimental setup and the
enrichment of bacteria for MALDI-TOF MS analysis. The her-
ringbone microchip was designed to facilitate the uniform dis-
persion of VMBs and to generate chaotic mixing in microchan-
nels. The staggered herringbone structure was originally intro-
duced by Stroock et al.19 to generate chaotic flows, which was
then adopted and improved in other studies for highly
efficient mixing.38–40 The herringbone microchip used here
was designed based on the basic staggered herringbones com-
bined with a serpentine channel that can further increase the
mixing efficiency.41

Simulation of fluid flowing through one unit of the herring-
bone structure was performed to evaluate the feasibility of the
proposed device in inducing chaotic mixing and improving

the contact probability between bacteria in fluid and immobi-
lized VMBs. A comparison was accomplished between two
types of straight microchannels containing herringbones or no
herringbones. From the top view (Fig. 2A and B), typical
laminar flow is observed in the channel without herringbones,
where streamlines are straight with no transverse or lateral
components. In contrast, the alteration of the flow direction
and velocity by herringbones in the horizontal direction is
clearly observed, including diverse small flows varying in vel-
ocity and direction within the fluid. The results indicate that
the herringbone structure has a significant impact on the vel-
ocity and direction of streams. To further investigate the
behaviour of microfluidics, both the streamline and vector
plots of three representative clips in one unit of the micro-
channel with herringbones are shown in Fig. 2C. Information
of the velocity distribution and direction change can be clearly
readout. The choice of the clips depends on different observa-
tive intentions. Clip 1 and clip 2 can respectively present the
effect from unilateral and bilateral herringbones, while clip 3
can reveal the fluid behaviour on the side face. In the three
clips, vectors pointing toward different directions indicate that
the streams can cross over each other. The streamline colour
along repetitive herringbones visualizes the herringbones’
function of generating transverse and lateral components
within the fluid in the vertical direction. A progressive increase
in velocity can be observed in streamline plots of both clip 1
and clip 2, implying the accumulating effect of herringbones
in fostering the chaotic mixing and the rationality and ascen-
dancy of using repeat herringbone units. Based on the above-
demonstrated herringbone’s ability in generating chaotic
mixing, it is considered to enhance the contact probability
between bacteria and VMBs, thus promoting their binding
efficiency.

Optimization of the dosage of VMBs and the flow rate

Gram-positive and Gram-negative bacteria have different cell
wall structures and components.42 The cell wall of Gram-posi-
tive bacteria is a thick layer of peptidoglycan lying outside the
plasma membrane, while that of Gram-negative bacteria con-
sists of an outer membrane and a thin layer of intermittently
cross-linked peptidoglycan network. Several affinity probes
have been utilized in the capture of Gram-negative bacteria,
such as lipopolysaccharide-specific aptamers,43 anti-lipopoly-
saccharide antibodies,44 and polymyxin B,45 which show high
affinity to the components of the outer membrane of bacteria.
To capture Gram-positive pathogens, a high affinity to the pep-
tidoglycan is significant. Peptidoglycan-binding protein46 and
vancomycin32 have been reported as capture probes for Gram-
positive bacteria. To capture both Gram-positive and Gram-
negative bacteria, combining the two different recognition
units can be a choice. Besides, probes targeting the common
components of Gram-positive and Gram-negative bacteria can
be selected, and there are several lectins reported for broad-
spectrum capture of bacteria.29,30

Vancomycin is adopted in this work, which is a kind of gly-
copeptide antibiotic that can interact with many different
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Gram-positive bacteria.47,48 Five hydrogen bonds can form
between the heptapeptide backbone of vancomycin and the
D-alanyl-D-alanine on the bacterial cell wall.47,48 To optimize
the overall bacterial capture efficiency η, a series of experi-
ments were conducted with various dosages of VMBs and
different sample injection flow rates. To obtain high capture
efficiency, –COOH of vancomycin was adopted to bind co-
valently to –NH2 of GL-NH2 magnetic beads.32 The size and
appearance of magnetic beads varied little before and after the
modification of vancomycin (Fig. S6A and B†). The binding
between different bacterial species and vancomycin was
demonstrated by SEM images (Fig. S6C–F†).

The capture efficiency of S. aureus (107 CFU mL−1 in PBST)
against the dosage and the flow rate is illustrated in Fig. 3A
and B. The capture efficiency continuously increased with an

increase of VMB dosage under 200 μg. A VMB dosage larger
than 200 μg could not further enhance the capture efficiency
significantly. The maximum capture efficiency was observed at
a flow rate of 250 μL h−1. A larger flow rate would lead to
decreased capture efficiency, and a plausible explanation for
this involves the binding-dissociation equilibrium. When the
flow rate was high, the equilibrium cannot be reached due to
insufficient binding time. Therefore, the optimal VMB dosage
and optimal sample injection rate were 200 μg and 250 μL h−1,
respectively.

Enrichment and identification of bacteria from urine samples

With the optimized experimental conditions, the capture
efficiency of bacteria from PBST and urine using the microflui-
dic device was assessed. Four common Gram-positive UTI
pathogens,49–52 i.e. S. aureus, S. hominis, S. epidermidis and
E. gallinarum, were chosen to validate the performance of the
method. The capture efficiencies of the four common UTI
pathogens in PBST were all above ∼50%, and the highest
capture efficiency was up to ∼90% (Table 1). As shown in
Fig. 4, the mass spectra of VMBs extracted bacteria
(VMB@bacteria) were similar to those of the reference bac-
teria. All the bacteria captured from PBST were identified cor-
rectly with a high confidence level using a Clin-TOF II
MALDI-TOF MS system using a built-in bacterial spectral data-
base (Table 1). The mass spectrum of pure VMBs (Fig. S7†)
showed only two weak peaks corresponding to the double-
charged and triple-charged vancomycin within the m/z range
of 2500–11000, indicating that there is no significant inter-
ference from the VMBs to the characterization of captured
bacteria.

Fig. 2 Simulation of flow in the microfluidic chip. The flow field morphology observed from (A) a straight microchannel without herringbones, (B) a
straight microchannel with herringbones, and (C) three clips on the microchannel with herringbones including the streamline and vector plots.

Fig. 3 Optimization of the dosage of VMBs and the flow rate of sample
injection. (A) Capture efficiency with different dosages of VMBs at a flow
rate of 250 μL h−1. (B) Capture efficiency at different flow rates with
200 μg of VMBs. The bacterial sample was S. aureus in PBST (107 CFU
mL−1, 250 μL).
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We have further spiked four pathogens into the urine from
a healthy volunteer at a concentration of 106 CFU mL−1. The
concentration is in accordance with the approximate bacterial
concentration in UTI patients.53 2.5 mL of the spiked urine
sample was firstly subjected to simple pretreatment, e.g. fil-
tration and centrifugation, and then recovered in 250 μL of
PBST for bacterial enrichment using a herringbone-VMB
microchip. As shown in Table 1, the recovery of the pathogens
from urine was not significantly decreased compared to that
from PBST. MALDI-TOF analysis of the captured bacteria gave
correct identification with high confidence as shown in
Table 1 and Fig. 5. The detection limits for the four pathogens
in urine were investigated, and were found to be 104 CFU mL−1

(S. aureus), 104 CFU mL−1 (S. hominis), 105 CFU mL−1 (E. galli-
narum), and 104 CFU mL−1 (S. epidermidis), which was mainly
limited by MALDI-TOF MS, Fig. S8.† The result indicates that
the method has a potential application in the diagnosis of
Gram-positive UTI pathogens.

To demonstrate the superiority of the herringbone-VMB
microchip, we have also performed the capture of the patho-
gens using the VMBs in a centrifuge tube after optimization of
the experimental conditions, such as the amount of VMBs,
incubation time, and washing conditions. Compared to the
results of the on-chip enrichment of two strains (i.e.,
E. gallinarum and S. epidermidis) in urine, the capture
efficiency of the in-tube enrichment was slightly lower

Table 1 Capture efficiency and identification results of bacteria in PBST and urine samples by the herringbone-VMB microchip coupled
MALDI-TOF MS

Sample Capture efficiency (%) Identified strain Identification scored Confidence level

S. aureus in PBSTa 90 ± 5 c S. aureus 55.7 High
S. aureus in urineb 91 ± 4 c S. aureus 53.8 High
S. hominis in PBST a 90 ± 2 c S. hominis 36.8 High
S. hominis in urineb 83 ± 3 c S. hominis 29.4 High
E. gallinarum in PBSTa 67 ± 4 c E. gallinarum 37.3 High
E. gallinarum in urineb 32 ± 1 c E. gallinarum 47.4 High
S. epidermidis in PBSTa 50 ± 7 c S. epidermidis 45.7 High
S. epidermidis in urineb 51 ± 5 c S. epidermidis 30.3 High

a 107 CFU mL−1 bacteria in PBST, 250 μL. b 106 CFU mL−1 bacteria in urine, 2.5 mL. cMean ± standard deviation, n = 3. d The identification score
is from the Clin-TOF II MALDI-TOF MS system. According to the manufacturer’s interpretation criteria, a score larger than 25 indicates highly
confident identification.

Fig. 4 MALDI-TOF mass spectra of the VMB@bacteria after the herring-
bone-VMB microchip extraction of bacteria from PBST samples (107 CFU
mL−1, 250 μL) compared to the reference spectra of the pure isolates of
the corresponding strain. (A) S. aureus, (B) S. hominis, (C) E. gallinarum,
and (D) S. epidermidis.

Fig. 5 MALDI-TOF mass spectra of the VMB@bacteria after the herring-
bone-VMB microchip extraction of bacteria from urine samples (106

CFU mL−1, 2.5 mL) compared to the reference spectra of the pure iso-
lates of the corresponding strain. (A) S. aureus, (B) S. hominis, (C)
E. gallinarum, and (D) S. epidermidis.
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(Table S1†), and the quality of the mass spectra of
VMB@bacteria after the in-tube enrichment was poorer
(Fig. S9†). The two strains were not correctly identified due to
the poor quality of the mass spectra, especially because of the
interference peaks from urine (Table S1†). Intact cells, cell
debris, and particles in urine samples can interfere with the
identification of bacteria54,55 and attach to the surface of the
magnetic beads, thus accelerating the settlement of magnetic
beads by gravity during the in-tube enrichment to decrease the
utilization efficiency of the VMBs. The interference issue was
largely avoided by chaotic mixing in the microchannels. In the
microchip, the VMBs were pre-loaded and well dispersed by
chaotic mixing (Fig. S5†), without the gravity settlement issue
during the in-tube enrichment. For bacterial capture, the inter-
action between the bacteria and VMBs was also strengthened
by chaotic mixing, instead of being limited by the diffusion in
in-tube enrichment.

Conclusions

In conclusion, we have developed a new pathogen-capture
microfluidic platform for MALDI-TOF MS analysis that com-
bines the highly efficient enrichment based on the interaction
between Gram-positive bacteria and vancomycin modified
magnetic beads and the chaotic mixing induced by the her-
ringbone microstructures. The resulting synergistic effects led
to highly efficient enrichment and high-quality identification
of pathogens spiked in urine samples. The whole procedure
takes 1.5 hours from enrichment to identification, and it is
feasible to identify pathogens directly from UTI patients
without bacterial culture. To further shorten the assay time,
parallel operation in several identical devices, decreasing the
volume of sample suspension, and increasing the flow rate can
be adopted. The herringbone-VMB microchip is also flexible to
integrate with other bacterial characterization methods, such
as Raman, fluorescence and electrochemical detection. In
addition to the urine samples, the herringbone-VMB micro-
chip can also be applied extensively in food contaminant ana-
lysis and other biofluid analysis. Future developments would
include other affinity probe modified magnetic beads in the
microfluidic platform to extract a broad range of pathogens,
including both Gram-positive and Gram-negative bacteria, as
well as fungi.
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