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Abstract
Gout is a common metabolic disease with growing burden, caused by monosodium urate (MSU)
microcrystal deposition. In situ and chemical-specific histological identification of MSU is crucial in the
diagnosis and management of gout, yet it remains inaccessible for current histological methods.
Methods: Stimulated Raman scattering (SRS) microscopy was utilized to image MSU based on its
fingerprint Raman spectra. We first tested SRS for the diagnosis capability of gout and the differentiation
power from pseudogout with rat models of acute gout arthritis, calcium pyrophosphate deposition
disease (CPDD) and comorbidity. Then, human synovial fluid and surgical specimens (n=120) were were
imaged with SRS to obtain the histopathology of MSU and collagen fibers. Finally, quantitative SRS analysis
was performed in gout tissue of different physiological phases (n=120) to correlate with traditional
histopathology including H&E and immunohistochemistry staining.
Results: We demonstrated that SRS is capable of early diagnosis of gout, rapid detection of MSU in
synovial fluid and fresh unprocessed surgical tissues, and accurate differentiation of gout from pseudogout
in various pathophysiological conditions. Furthermore, quantitative SRS analysis revealed the optical
characteristics of MSU deposition at different pathophysiological stages, which were found to matched
well with corresponding immunofluorescence histochemistry features.
Conclusion: Our work demonstrated the potential of SRS microscopy for rapid intraoperative diagnosis
of gout and may facilitate future fundamental researches of MSU-based diseases.
Key words: gout, stimulated Raman scattering, monosodium urate, label-free histology

Introduction
Gout is a crystal-deposition disease caused by
uric acid disturbance, and has attracted growing
interests of clinicians and researchers due to its rising
prevalence and disease burden [1]. DALYs (disability
adjusted life year) of gout has increased by 50% in the
past 20 years [2]. MSU crystalizes and deposits on
joint surfaces, leading to persistent inflammation and

damage of joint structures, which in turn favors MSU
invasion and further accelerates the course of gouty
arthritis (GA) [3]. Moreover, MSU deposition may
also increase the risk for cardiovascular and renal
disease and impairs quality of life [4].
The first-line strategy for the management of
chronic gout is to reduce MSU deposition by
http://www.thno.org
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medication or surgeries [5], hence quick and accurate
detection of MSU in situ is critical in both the
diagnosis and treatment of gout. However, neither the
gold standard histological examinations, nor
compensated polarizing light microscopy (CPLM)
could provide sufficient chemical specificity of MSU
crystals [6]. Chemical specific detection is particularly
important in complex situations including the
differential diagnosis from pseudogout, the
occurrence of MSU deposition in the asymptomatic
population, and the increased number of comorbidity
cases [2]. Both CPLM and H&E (Hematoxylin & eosin)
bear relatively high false negative rates, and suffer
from time-consuming tissue processing and the
requirement of experienced pathologists [7].
Although crystal identifications were performed
mostly in synovial fluid [8], it is worth noting that
gout population may experience atypical disease
processes. MSU crystal deposition were found on the
joint surface of many patients before their first onset
[7]. A considerable number of patients with gout often
delay diagnosis till the first symptom of
osteochondral injury, ligament injury, and even
fracture [9, 10]. Moreover, gout arthritis can be
confusing among suspected infection, tumor, or
rheumatoid arthritis, until postoperative pathology
was conducted [11]. Therefore, intraoperative
diagnostic methods capable of rapid and specific
identification of MSU in fresh tissues are highly
desired for the optimization of operative strategy [12].
Raman scattering spectroscopy provides
intrinsic vibrational fingerprints of chemical bonds for
specific detection and analysis of biomolecules.
Although spontaneous Raman spectroscopy of MSU
in gout and calcium pyrophosphate dihydrate (CPPD)
in pseudogout have been investigated in previous
studies [13], the weak signal intensity has prevented
its application for rapid histology. Stimulated Raman
scattering (SRS) microscopy is a relatively new
technique with ~103-105 enhanced Raman signal due
to the coherent stimulated emission process [14],
enabling high-speed imaging up to video rate (~25
frames/s) [15]. Meanwhile, SRS microscopy inherits
the spectroscopic advantages of spontaneous Raman,
and has been developed as a fast and label-free
imaging technique with high sensitivity and chemical
specificity [16-19], showing potentials in many
branches of biomedical researches, including cell
biology, lipid metabolism, microbiology, tumor
detection,
protein
misfolding,
and
pharmaceuticals[20-24]. Particularly, SRS has shown
success in rapid histopathology for fresh surgical
tissues and intraoperative diagnosis, yielding
near-perfect agreements with conventional H&E
staining [25, 26]. In addition, SRS is capable of
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performing quantitative chemical analysis for
mixtures of multiple components, based on the
spectral information of each species [19, 20, 27].
In this report, we demonstrated the feasibility of
SRS to specifically image MSU depositions in gout
tissues in situ based on its fingerprint Raman peaks.
Simultaneous imaging of MSU and collagen fibers has
been realized with the combination of SRS and second
harmonic generation (SHG) microscopy. By
evaluating various MSU depositions in both rat model
and human surgical specimens, we were able to show
the early diagnosis of gout, and differentiation of gout
from pseudogout based on the distinct Raman
features of MSU and CPPD. Furthermore, comparing
with H&E and immunohistochemical staining, our
quantitative and statistically results showed that MSU
contents moderately correlate with the expression
level of inflammatory cytokines, which was consistent
with the previous studies on the structure of tophi
and neutrophil extracellular traps (NETs) [28]. These
results indicate that SRS microscopy may provide
ideal analytical tool for learning the fundamental
interactions between MSU and the surrounding
tissues, and hold potential for rapid clinical diagnosis
of gout and other MSU-based diseases.

Results
Raman spectral characterization of MSU
The overall experimental design is illustrated in
Figure 1, including the processes of taking Raman
spectroscopy, constructing rat models with MSU and
CPPD crystals, harvesting human surgical specimens,
followed by imaging with SRS/SHG microscopy, and
finally performing data analysis. We first
characterized the spontaneous Raman spectra of
standard MSU, CPPD, protein (bovine serum
albumin, BSA) and lipid (oleic acid, OA), showing a
variety of Raman peaks/bands representing the
characteristic features of each chemical (Figure 2A
and Figure S1). Among these Raman peaks, the one at
630 cm-1 was identified as the spectral “marker” for
MSU, not only because it has the highest intensity, but
also for its clean background, i.e. no background
spectra from the tissue, purine or pyrimidine
derivatives would effectively interfere with the MSU
spectra (Figure 2A and Figure S2). This low-frequency
Raman peak could be assigned to the purine ring
breathing vibrational mode of MSU molecule [29].
Other Raman peaks of MSU could also be identified
and used for MSU imaging, such as the ones at 1011
cm-1 and 1066 cm-1 (Figure 2A), as will be presented
later. Both the spontaneous and stimulated Raman
spectra of MSU samples were measured and found to
agree very well with each other (Figure 2B), which
http://www.thno.org
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provides the basis for SRS imaging of MSU
throughout the work. It is worth mentioning that such
a low-frequency Raman mode is usually difficult to
detect with coherent anti-Stokes Raman (CARS)
microscopy, in contrast to the much more feasible
measurement with SRS.

SRS/SHG imaging of crystalline and
amorphous MSU
We applied SRS and SHG microscopy to
simultaneously characterize MSU in both crystalline
and amorphous forms. The optical transition
diagrams of SRS/SHG are illustrated in Figure 1, and
the microscope setup could be found in Figure S3,
with detailed description of the system shown in
Methods and previous publications [16]. Under bright
field microscope, MSU crystals appear typical
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needle-like shapes (Figure S4). These crystals could be
readily imaged with SRS based on the 630 cm-1
vibration (Figure 3A), with high chemical specificity
shown as the off-resonance behavior when the SRS
frequency was slightly detuned away from
vibrational resonance (Figure 3B). SHG is known to be
sensitive to non-central symmetric structures,
including MSU crystal (Figure 3C) and collagen fibers
in tissues [30]. However, we found linearly polarized
light beams tend to generate strong anisotropic
signals of both SRS and SHG with respect to the
crystal orientation (Figure S5), because of the
dependence of Raman polarizability tensor and
second-order optical susceptibility on crystal
symmetry [30]. We thus applied circular polarization
for both pump and Stokes beams to eliminate the
orientational effect of both MSU crystals and collagen

Figure 1. Schematics of the experimental design. Left top, spontaneous Raman characterization; Right top, acute GA rat models of MSU, CPDD and comorbidity for
testing the capabilities of early diagnosis of gout and differentiation power from pseudogout; Right bottom, human surgical specimens were harvested from different locations;
All specimens were imaged with SRS/SHG microscopy to obtain the distributions of MSU and collagen fibers; Left bottom, quantitative SRS analysis was performed to correlate
with traditional histopathology including H&E and immunohistochemistry staining.

http://www.thno.org
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fibers. While SRS and SHG showed almost identical
images of MSU crystals as in bright field microscope,
careful examination revealed that SRS agrees better
with the crystal morphology, whereas SHG might
experience signal loss due to crystal defects and
structural changes (Figure S5). More importantly, SRS
has the large advantage of chemical specific imaging,
regardless of crystal symmetry. As shown in Figure
3D-F, even though amorphous MSU does not
generate SHG signal, it could be imaged with SRS
equally well as the crystalline form, since both forms
of MSU share almost identical SRS spectra around 630
cm-1 (Figure 2B). Therefore, the combination of SRS
and SHG microscope could well-distinguish between
crystalline and amorphous forms of MSU and will be
applied to analyze crystallization ratio in gout tissues.

Figure 2. Spontaneous and stimulated Raman spectra of standard
chemicals. (A) Spontaneous Raman spectra of MSU, CPPD, lipid (OA) and protein
(BSA). (B) Raman and SRS spectra of crystalline and amorphous MSU samples.

Early detection of MSU deposition and
differentiation from CPPD in acute rat models
We then verified the hypothesis that SRS could
differentiate between gout and pseudogout, both of
which are joint crystal-related diseases. Similar to
MSU crystal being the cause of gouty arthritis, CPPD
crystallization was considered to be the cause of
pseudogout, hence differentiation of the two
chemicals becomes the key to solve the problem. Since
both CPPD and MSU crystals could generate similar
intensities of SHG signal, SHG alone is incapable of
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distinguishing them (Figure S6). Comparing the
Raman spectra of MSU and CPPD revealed that the
1050 cm-1 peak (P-O stretching mode) of CPPD could
be used to differentiate from MSU by either the 630
cm-1 peak or the nearby peaks at 1011 cm-1 and 1066
cm-1 (C-C stretching vibrational mode) (Figure S6A)
[29, 31]. Therefore, these spectral signatures are
expected to distinguish CPPD and MSU with
multi-color SRS. To assess the ability of such
differential imaging, SRS microscopy was applied to
image mixed CPPD and MSU crystals (in 1:1 ratio) at
1050cm-1, 1011cm-1 and 1066cm-1, and successfully
identified both chemicals within the same field of
view (Figure S6).
To test the capability of SRS in imaging tissues,
rat models of acute gout, CPDD and comorbidity
were established. Rats were sacrificed 3 days after
injection and fresh tissues from synovium were
collected and imaged without further processing.
Trace amount of MSU microcrystals could be seen
using the 630 cm-1 mode in the tissues of gout rats
(Figure 4A), which is usually difficult to detect in
acute articular animal models [32]. Similarly, CPPD
microcrystals could be detected using the 1050 cm-1
mode in CPDD rats (Figure 4B). Moreover, in the
mixed rat model MSU and CPPD could be separately
identified (Figure 4C), based on the SRS spectral
differences between MSU, CPPD and bare tissue
(Figure 4D-E). These results indicate that SRS is able
to differentiate gout from pseudogout with high
chemical specificity and may also be potentially
applied in other crystallization diseases.
Note that previous tests on this gout model
usually focused on changes in inflammatory factors
and inflammatory cells, histopathology examinations
of acute synovitis often failed without the presence of
MSU deposition [32, 33]. This is also shown in our
imaging results comparing SRS and H&E on the same
tissue. While SRS could successfully detect MSU
microcrystals in fresh unprocessed tissue specimens
(Figure 4), H&E sections from the same tissue
specimen demonstrated negative results (Figure S7),
which might due to the loss of MSU microcrystals
(washed out or dissolved) during tissue processing
with formalin fixation. SRS may hence provide more
accurate approaches for early diagnosis of gout.

Imaging MSU microcrystals in human synovial
fluid and tophi specimens
We next evaluated the potential of SRS for rapid
diagnosis and imaging of gouty arthritis using
synovial fluids (Figure 5) and fresh human surgical
specimens (Figure 6). MSU microcrystal in drops of
synovial fluid aspirate of patients with chronic gout
arthritis were imaged with SRS and CPLM. While
http://www.thno.org
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CPLM revealed the crystal birefringence of MSU with
changing colors reflecting different aligntment angles
between light polarization and crystal axis (Figure 5B
and D), SRS demonstrate more direct chemical
specificity and quantitative meaures based on the

3078
Raman signature with the signal intensity
proportional to molecular concentration (Figure 5A
and C). These demonstrated that SRS is capable of
detecting MSU in synovial fluid with single-crystal
sensitivy and vibrational specificity.

Figure 3. Imaging and differentiation of crystalline and amorphous MSU with SRS and SHG microscopy. (A) on-resonance SRS image of MSU crystals at 630 cm-1;
(B) off-resonance SRS image takend at 700 cm-1; (C) SHG image of the same crystals; (D-F) corresponding SRS and SHG images of amorphous MSU. Scale bar: 5 μm.

Figure 4. Differentiation of pseudogout and early detection of microcrystals in fresh tissues of rat models (3 days after injection) with multicolor SRS. (A)
Depositions of MSU (green, 630 cm-1) surrounded by collagen (red, SHG) were shown in acute gout model (n = 3 rats). (B) Depositions of CPPD (blue, 1050 cm-1) were detected
in the synovium protein (gray, 2930 cm-1) of CPPD model (n = 3 rats). (C) MSU and CPPD microcrystals were clearly distingruished in synovium tissues of combined model (n
= 3 rats). (D-E) SRS spectra of MSU, bare tissue and CPPD. Scale bar: 20 μm.

http://www.thno.org
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Figure 5. Detection of MSU in synovial fluid of GA patients. MSU microcrystals in the synovial fluid of patients with chronic gout arthritis imaged by (A) SRS and (B)
CPLM. MSU crystal bows in synovial fluid imaged with (C) SRS and (D) CPLM. Scale bar:10 μm.

Surgical
tissues
were
dissected
under
arthroscopy from 3 patients diagnosed with
hyperuricemia combined with joint lumps. The fresh
specimens were briefly trimmed and placed directly
between two coverslips and a perforated glass slide
(0.5 mm thickness) for SRS imaging without further
processing. We tested samples from multiple joint
sources, including the elbow (n=1), first metatarsal
joint (n=1) and ankle joint (n=2). All recruited patients
were diagnosed as gout from the existence of large
amount of MSU deposits in the tissues (Figure 6B-D).
The raw images of SHG and SRS, as well as the
method to extract the distributions of collagen fibers
and MSU is shown in Figure S8. Each of these single
images were taken in ~ 1 s, and large-area
(centimetre-sized) specimen could be imaged within a
few minutes with proper stitching and mosaicking
techniques [34, 35], providing opportunities for rapid
intraoperative diagnosis. Whereas the standard
histopathology requires a time-consuming process of
fixation, staining and then diagnosed by professional
pathologists, which usually takes a few days and is

difficult to adapt in the intraoperative settings.
We also performed SRS imaging on frozen tissue
sections to compare with H&E on adjacent sister
sections. A typical SRS/SHG image of a large area
tissue section is shown in Figure 7A, demonstrating
overall histoarchitectures that agree with traditional
histology (Figure 7B), including collagen rich
fiber-vascular areas (red) and MSU depositions
(green). A typical granuloma-like sturcture enclosed
by collagen fibers comprisingenveloped MSU crystals
and dead immue cells could be readily visualized
(dashed circles) and enlarged tissue morphologies are
shown in Figure 7C-D. Detailed structures of a NETs
structure in tophi are clearly demonstrated with an
MSU core surrounded by collagen fibers (Figure 7E),
consistent with the corresponding H&E result (Figure
7F) where MSU deposits were only slightly stained by
eosin. It could be noticed that SRS is advantageous in
detecting MSU based on the specific Raman identity,
in contrast to the morphology-based judgement of
MSU in H&E staining where MSU could not be
specifically labeled. In addition, high-contrast SRS
http://www.thno.org
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images provide a clearer pattern of the margin
between granuloma-like masses and collagen fibers
than traditional staining, which is necessary for
precision cleavage and protection of healthy tissue in
surgical treatment.

Quantitative measurements of MSU in chronic
gout
We then tested whether SRS microscopy is
capable of quantifying MSU deposition in human
chronic gout tissues. Quantitative analysis of SRS has
been commonly adapted based on the property that
SRS intensity is linearly proportional to molecular
concentration [14]. Assuming that different distances
from the center of tophi represent different
pathophysiological stages of chronic GA, two gout
specimens in regular ellipse with a radius of
10.5±0.5mm were selected for the study (Figure 8A).
Specimens were dissected from three groups of
regions classified by the distance from the center of

3080
the tophi: (a) central tophi; (b) 10 mm and (c) 20 mm
from the center. For each specimen, three adjacent
thin tissue sections were sliced and imaged with SRS,
H&E
and
immunohistochemical
staining,
respectively. Representative images of the three
modalities are shown in Figure 8B. While they
demonstrated similar microstructures of gouty frozen
sections that correlated well with each other, they also
offered different information. SRS reflects the
concentration and area of MSU deposition. H&E
mainly reveals distributions of MSU, recruited
inflammatory
cells,
and
collagen.
Whereas
immunohistochemical
results
represent
the
distributions and expression levels of pro-inflammatory cytokines, including Interleukin-1β (IL-1β)
and tumor necrosis factor-α (TNF-α), which have
been known to be important signal molecules in the
pathway of MSU-induced inflammation.

Figure 6. Rapid diagnosis on fresh human surgical tissues of GA patients. (A) Chalky tissues were harvested under arthroscopy. SRS images of unprocessed fresh
tissues revealed intact MSU (green) depositions from (B) the elbow joint (n = 1), (C) the first metatarsophalangeal joint (n = 1) and (D) Achilles tendon (n = 1). Scale bar:10 μm.

http://www.thno.org
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Figure 7. Imaging thin frozen sections of human tissues. (A) Representative stiched large-scale SRS/SHG image and (B) H&E image of adjacent tissue sections, showing
the distributions of MSU (green) and collagen fibers (red), with a typical granuloma-like structure (dashed circle). (C-D) Enlarged images of the dashed square area in (A-B). (E-F)
A typical tophi structure containing an enveloped crystal core. Scale bar: 500 μm (A-B), 100 μm (C-F).

Figure 8. Evaluation of chronic gout tissues with SRS, H&E and immunofluorescence. (A) Tophus tissue of GA patients were sampled from three groups: center, 10
mm and 20 mm away from the center, with a large-scale SRS/SHG image (right) covering the rectangular area (left). (B) Representative images of SRS, H&E and
immunofluorescence in the tissues (n = 120) to show the differences between the three groups. SRS/SHG images show MSU (green) and collagen fibers (red), while
immunofluorescence images show cell nucleus (blue), IL-1β (green) and TNF-α (red). Scale bar: 500 μm (A), 50 μm (B).

http://www.thno.org
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Figure 9. Quantitative analysis of chronic tophi tissues from the three groups defined in Figure 8. (A) Area percentage of MSU in each FOV. (B) Mean SRS
intensity of MSU (per pixel) in each FOV. (C) Cumulative intensity of MSU in each FOV. (D) Crystallization ratio of MSU in each FOV. N = 40 for each group, Kruskal-Wallis test
followed by Dunn's multiple comparisons test, ****P < 0.0001. Data shown as mean ± s.e.m.

We randomly selected 120 fields of views (FOVs)
of 212 µm×212 µm from the three groups, and
measured the dependence of various parameters on
the distance to the tophi center. The area percentage of
MSU was quantified by calculating the mean
percentage of pixels in the MSU channel of SRS FOVs.
It can be seen that the extent of MSU formation
increases monotonically from the 20 mm distance
towards the core (0 mm) (Figure 9A). On the other
hand, the concentration of MSU (represented by the
mean SRS intensity per pixel) shows a different
pattern: it first increases from the 20 mm towards the
closer peripheral (10 mm), but slightly drops at the
core (Figure 9B). The content of MSU was quantified
as the normalized cumulative SRS intensity of MSU,
which shows a similar pattern as the area of MSU
(Figure 9C). In addition, crystallization ratio of MSU
was measured as the ratio between the number of
pixels in SHG and SRS channels within MSU areas,
which appeared significantly higher in the core region
(Figure 9D). Moreover, the expression levels of IL-1β
and TNF-α were represented by the mean intensity of
the immunofluorescence images, showing similar
patterns as the area of MSU (Figure S9A-B).
These observations indicate that SRS may
provide a convenient means to quantitatively
measure MSU in terms of area, concentration, content

and crystallization ratio. Their spatial distributions
were found to be consistent with the general
recognition of the pathophysiological process of
tophi. The depositions of MSU tend to recruit a large
number of neutrophils in acute phase, which then
ingest MSU crystals, activate inflammasomes and
produce large number of pro-inflammatory factors
through the IL-1β-dominated signaling pathway [28].
At histological level, typical characteristics are
described as a particular form of cell death known as
NETosis and then the formation of neutrophil
extracellular traps (NETs) and, which densely pack
MSU and degrade cytokines, especially in the center
zone of the tophi. Meanwhile, the outer structure of
tophi is surrounded by newly formed fibrovascular
zone where a combination of acquired immune cells
and anti-inflammatory factors interact and lead to
remodeling [36]. These agree well with the
distribution of MSU area, content and crystallization
ratio, as well as the expression levels of IL-1β and
TNF-α, demonstrating the common increase-towardsthe-core pattern. On the other hand, the formation of
NETs densely envelops MSU microcrystals, which
explains the counter-intuitive distribution of MSU
concentration, with a decrease in the fully developed
tophi core compared to that of the peripheral region.
Finally, we analyzed the correlations between
http://www.thno.org
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SRS and immunofluorescence intensities to quantify
the distribution pattern of IL-1β and TNF-α
expression levels in the three groups. As mentioned
above, proinflammatory factors are expressed
differently in the non-cellular and cellular regions.
Cytokines are degraded by NETs in the MSU
deposition region, while the collagen region is
dominated by fibroblasts and plasma cells. Previous
studies have suggested that the pathophysiological
process in the coronal zone is similar to that of an
acute flare phase [28]. Therefore, the expression of
these two representative cytokines is most significant
and homogeneous in the coronal region (defined as
the transition zone between the dense tophi core and
the surrounding fibrous vascular region) (Figure S9E).
Our preliminary statistics also found that the
expression in this region was higher and more
consistent with the normal distribution (Figure
S9C-D). A total number of 60 pairs of adjacent SRS
and immunofluorescence images were randomly
selected in the corona zones. Statistical results were
then generated by correlating their intensities at the
pixel level. For all the groups, both IL-1β and TNF-α
expression levels showed moderate positive
correlations with SRS intensity of MSU, with
correlation coefficients (R values) above 0.5 and P
value less than 0.05 (Figure 10). Such result is
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consistent with the NETs theory, implying that SRS
intensity of MSU may predict the degree of
inflammation in the corresponding area. Therefore,
SRS is capable of quantitatively characterizing various
properties of tissue specimens, and analyzing tophi
formation following cascade reactions.

Discussion
We have demonstrated the advantages of SRS
microscopy for histological identification of gout
without tissue fixation or staining. The results were
verified in various types of tissues, including synovial
fluid, synovium, tendon and tophi from both rat
models and different joints of human. Sensitive and
chemical specific detection of MSU crystals were
realized, even in cases where traditional
histopathology might have failed, as shown in the
early diagnosis results of rat acute gouty arthritis
model. In previous studies on rat gouty arthritis
model, histopathological examinations tend to show
the absence of MSU depositions due to limited dose of
MSU and metablism by uricase [37]. Our study
demonstrated that SRS has the ideal diagnostic
capability and sensitivity in fresh tissues, even at the
early stage of gouty arthritis.

Figure 10. Correlation between SRS microscopy and immunofluorescence in corona zone. (A-C) Correlation between SRS intensity of MSU and IL-1β (n=40 for
each group; Pearson r test was applied in group 1; Spearman r test was applied in group 2 and 3, R = 0.5396, 0.6737, 0.5239, respectively; P <0.05, calculated by two-sided t-test.).
(D-F) Correlation between SRS intensity of MSU and TNF-α (n=40 for each group; Pearson r test was applied in group 1; Spearman r test was applied in group 2 and 3, R =
0.5451, 0.7233, 0.7284, respectively; P <0.05, calculated by two-sided t-test.).

http://www.thno.org
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It is also worth comparing SRS with another
popular Raman enhancing technique known as
surface-enhanced Raman scattering (SERS). SERS has
the unique capability of detecting low concentration
molecules with extremely high sensitivity, and has
been investigated in gout diagnosis, with SERS
nanoparticles probing uric acid in human body fluids
include synovial fluid or tear fluid [38]. However, the
imaging capability (sensitivity and speed) of SERS is
largely limited so far. In addition, compared with SRS,
application of SERS was also limited by
biocompatibility of metal nanoparticles, slow point
measurements, sample preparation, and it could not
provide quantitative information of insoluble species
in tissues [39, 40]. On the contrary, the formation of
MSU depositions ensures high local concentration
that allows SRS to generate sufficiently strong signals
to image at high speed. Moreover, SRS microscopy
has the advantage of background-free detection,
whereas
spontaneous
Raman
suffers
from
autofluorescence,
and
CARS
suffers
from
non-resonant background [14, 41]. Additional
advantages of SRS include the enhanced tissue
penetration depth using near-infrared lasers [42], as
well as the intrinsic optical sectioning capability for
three-dimensional imaging [30].
The finding that SRS could provide
intraoperative and differential diagnosis of gout and
pseudogout
has
important
clinical
value.
Intraoperatively, arthroscopy observed that the MSU
is not only enveloped at the first metatarsophalangeal
joint, elbow joint and the finger joint, but also
deposited at the atypical areas (such as the Os
trigonum or the Achilles tendon etc.) with different
shapes and sizes. Our study confirmed that SRS is
able to diagnose gout in a variety of different joints
and demonstrate the distribution relationship
between MSU deposition and surrounding tissues A
good consistency has been reached between
traditional histopathology and MSU channel of SRS
microscopy. For refractory gout, surgery often
remains a last resort of debulking tophi, yet it still
suffers from complications caused by inaccuracy
(such as damage to normal structure) due to the lack
of real-time evaluation methods [43]. Although the
imaging depth of SRS is limited by optical aberration
of tissue (~ 200 µm), it has shown potentials in rapid
intraoperative diagnosis both in vivo and ex vivo, by
point-checking the resection cavities [25], or quick
evaluation of fresh surgical tissues [16, 26]. With the
development of SRS detection techniques such as
coherent Raman endoscope [44], it may provide new
approaches to trace MSU in vivo when combined with
arthroscopy to provide adequate quantitative
information of MSU depositions intraoperatively,
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which could offer guidance to optimize surgical
strategies and assist decision making, especially on
resection margins with maximum removal of MSU
deposition and effective preservation of normal
structures. Moreover, SRS microscopy integrated with
deep-learning algorithms could potentially realize
rapid and accurate intraoperative gouty diagnosis,
which is among our further work plans [26, 45].
Our study quantified the characteristics of MSU
deposition in tophi and correlated it with the level of
inflammation. Researches on the interactions between
various physicochemical and biological factors (PH,
temperature, concentration of ions or proteins) on the
solubility, nucleation and growth of MSU have
attracted increasing attentions [46]. It has been found
that a series of biological factors (such as collagen,
proteoglycan, cartilage factors, antibodies, etc.) can
regulate the crystallization of MSU and ultimately
lead to the differentiation of the disease process [47,
48]. SRS may provide quantitative evaluation and
specific imaging of MSU to reveal the relationship
between these factors and crystal growth. Further
studying the in vivo process of MSU crystallization
and the interactions with immune system in animal
models may also become possible.
In summary, we have demonstrated that SRS
microscopy could provide label-free and chemical
specific detection of MSU, enabling early detection
and rapid diagnosis of gout in various types of tissues
and joints. Exploiting the vibrational fingerprints of
MSU and CPPD, SRS is able to precisely differentiate
gout from pseudogout. Furthermore, quantitative SRS
measurements of MSU in gout tissues were found to
correlate well with the pathophysiological process of
tophi. Our study may open up new opportunities for
intraoperative diagnosis of gout, as well as
fundamental biomedical researches on the formation
and development of MSU in various MSU-based
diseases.

Materials and Methods
Human specimen collection
For Synovial fluid analysis, we performed
identification of MSU crystals in microscope slides
with a drop of synovial fluid aspirate by SRS and
CPLM (Olympus Corporation, Japan) with red plate
compensator (n=2). We then collected intraoperative
specimens of tophi or synovial tissue from different
patients (n=4), All processes were approved by the
Ethics Committee of Huashan Hospital with informed
written consent (KY2020-060). The patients (all
middle-aged
men)
were
diagnosed
with
hyperuricemia for more than five years and had
limited mobility due to a joint mass and met surgical
http://www.thno.org
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indication after evaluation. Intraoperative specimens
were collected from the elbow (n=1), first
metatarsophalangeal (n=1) and ankle (n=2). In the
part of quantitative diagnosis, two intact enveloped
tophi were divided into three groups according to the
distance from the center of tophi (0 mm, 10 mm and
20 mm). For each group, four specimens were
dissected with equal size (3 mm×3 mm×3 mm). The
specimens (n=12) were fixed in 4% paraformaldehyde
solution for 24 hours and embedded in OCT-Freeze
medium. For each specimen, 10 groups of sections
were made, each consisting of three consecutive
8-µm-thick sections. For each group of sections, three
consecutive sections were then imaged by SRS
microscopy, and optical microscope after H&E
staining or immunofluorescence double-label staining
(Figure 1).

Animal Study
A total of nine male SD rats aged 8 weeks
(Shanghai Lab. Animal Research Center, Shanghai,
China) were used for the present study. Experimental
procedures passed a review by the Animal Welfare
and Ethics Group, Department of Experimental
Animal Science; Shanghai Medical College of Fudan
University, Shanghai, China (Approval Number:
2019020405). The MSU crystal (Sigma Chemical,
Co.St.Louis, MO, USA) was prepared by PH titration
of uric acid according to the method proposed by
previous study [49]. The injection of MSU was
performed as previously described [49]. On day 0,
nine rats were randomly separated into three groups.
Inhalation of 3% isoflurane was used to induce
anesthesia, and inhalation of 1.5% isoflurane was used
to maintain anesthesia. A 3 mm incision was made by
scalpel on the lateral side of the knee joints. MSU
suspension, CPPD (Sigma Chemical Co, St.Louis, MO,
USA) suspension and fifty-fifty mixed crystals
suspension of 50 mg ml-1 was injected into joint cavity
at 3 ml in three groups, respectively. On day 3, the rats
were sacrificed, and the synovium of joint cavity was
dissected and harvested for further analysis.

SRS microscopy system
In spontaneous Raman scattering, one laser
beam at a frequency ωp illuminates the sample and the
signal is generated at the Stokes and anti-Stokes
frequency, respectively, due to inelastic scattering. In
SRS, however, due to stimulated emission, two laser
beams at ωp and ωs coincide on the sample. When the
difference frequency, ∆ω= ωp-ωs matches a particular
molecular vibrational frequency Ω, amplification of
the Raman signal is achieved and SRS boosts
vibrational excitation by a factor of 107 [14]. The setup
of our SRS imaging system is illustrated in Figure S3.
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We used commercial pulsed femtosecond (fs) laser
beams from optical parametric oscillator (OPO,
Insight DS+, Newport, CA) with dual outputs as the
light source. The fundamental 1040 nm laser was used
as Stokes beam (~150 fs), and the tunable OPO output
(690-1300 nm, 120 fs) was used as pump beam. The
femtosecond pulses were chirped through high
dispersive glass rods (SF57) to several picoseconds
(pump: ~3.8 ps, Stokes: ~1.8 ps) to realize spectral
focusing obtaining high-resolution spectral which is
identical to spontaneous Raman spectral, in which we
can set time-delay between pump beams and Stokes
to get accurate Raman shift [50]. And we scan
time-delay between two beams to get SRS spectral.
We set the wavelength of pump laser as 976 nm to
match the peak (630 cm-1) of MSU in spontaneous
Raman spectral (Figure 2B). For SRS imaging of
CPPD, we set the wavelength of pump laser as 937 nm
to match the Raman peak (1050 cm-1) of CPPD.
Typically, 801-nm pump laser was used to imaging
lipid/protein. The Stokes beam was intensity
modulated by an electro-optical modulator (EOM) at
10 MHz and aligned with pump beam through a
dichroic mirror (DMSP1000, Thorlabs). The SRS signal
intensity of MSU in images is rely on polarization of
laser beams (Figure S5), in which the polarization
dependence diagram was acquired by scanning a
half-wave plate with a step of 2 degree. In order to
depress the effect of polarization of laser beams, we
used a 1/4-wave plate to make linear polarization
beams be circular polarization beams. The aligned
beam was delivered to the laser scanning microscope
(FV1200, Olympus) and focused onto the gout
samples through an objective (UPLSAPO 60XWIR,
NA 1.2 water, Olympus). The stimulated Raman loss
(SRL) signal generated by MSU in gouty samples was
filtered with a band-pass filter (CARS ET890/220,
Chroma) to eliminate the Stokes beam and detected
by a home-built back-biased photodiode and
demodulated with a lock-in amplifier (HF2LI, Zurich
Instruments) to get SRS signal in each pixel. By
scanning the laser using two galvo mirrors, an SRS
image is generated. Simultaneously, we performed
epi mode to detect SHG signal excited by the Stokes
beam (1040 nm) with a photomultiplier (PMT)
through a narrow band-pass filter (FF01-520/10,
Semrock), which generate SHG images to show the
distribution of collagen fiber in gouty tissues. The SRS
signal of MSU is relative weak compared with lipid or
protein, the optical power of the pump and Stokes
beams at the sample were kept around 80 mW and
160 mW. The size of each field of view is 512 × 512
pixels (180 × 180 µm) with lateral resolution of ~ 350
nm, and the pixel dwell time is 2 µs.
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Spontaneous Raman spectroscopy
The spontaneous Raman spectra was measured
by a home-built Raman spectrometer, including a
monochromator (iHR320, Horiba), a charge-coupled
device camera (Symphony, Horiba), and a microscope
(IX71, Olympus) with a 40X objective. A 633 nm
helium-neon laser beam excited spontaneous Raman
scattering of MSU and CPPD standard samples. In
order to get Raman spectral of lipid and protein, we
measured the Raman spectral of OA (Oleic acid) and
BSA (bovine serum oleate) which can represent the
distribution of lipid and protein in human body.
Moreover, quartz cover slips were used to cover MSU
crystal which can depress autofluorescence generated
by normal glass.

Imaging process and quantitative analysis
All steps of image process used ImageJ. For
gouty tissues, firstly, we let SHG images subtract SRS
images to extract the collagen fiber channel because
both MSU crystal and collagen fibers contribute to
SHG signal. Secondly, we can merge the MSU (green)
and collagen fiber (red) channel processed previously
into a two-color image so that the distribution of MSU
and collagen fibers was shown clearly. The image
process of CPDD model is similar to gouty tissues. For
large-scale tissues imaging, Olympus software has an
automatic mosaic imaging program and we form a
full-sized image by merge each FOVs with custom
written MATLAB program. Quantitative analysis of
SRS and SHG images were performed with ImageJ.
Firstly, we performed “adjust” and “threshold”
function to set the threshold value of intensity profile
to get proper MSU SRS signal and depress
background. Average SRS intensity of MSU was
calculated to analysis the density of MSU in each FOV
because of the linear dependence of SRS intensity on
chemical concentration [14]. Then, we used
“measure” to get the average intensity and area of
MSU. Moreover, we analysis average SHG intensity of
MSU to get a crystallization ratio because amorphous
urate does not have SHG signal due to its non-crystal,
which SHG signal intensity can reflect crystallization
ratio sometimes. In order to conduct a correlation
analysis between the corresponding images in
successive 8-μm-thick sections of SRS and
immunofluorescence, we adopted the coordinate
system of the microscope stage for accurate spatial
sampling and correspondence. All processes are
performed and recorded by a blinded researcher.
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reagents were purchased from Sigma Chemical
Co.St.Louis, MO, USA and Servicebio, Wuhan, China.
For immunofluorescent staining, the sections were
subsequently incubated with the primary antibody.
The antibodies to IL-1β (16806-1-AP:1:200) and TNF-α
(60291-1-lg:1:200) were obtained from ProteinTech
(Chicago, IL, USA). After incubation with
CY3/FITC-conjugated secondary antibodies, the
signals were visualized using fluorescent microscope
(Eclipse C1, Nikon, Japan) and image system (DS-U3,
Nikon, Japan) were used for imaging of samples.

Immunofluorescence analysis
Using an immunofluorescence average optical
density value (AO) analysis assay, TNF-α/IL-1β
expression was quantified. At least 5 200 - fold fields
were randomly selected in each group to be
photographed. It was insured that the organization
filled the entire field of view and the background light
is the same for each photo. Image-pro Plus 6.0
software (Media Cybernetics, Inc., Rockville, MD,
USA) was used to convert green/red fluorescence
monochrome photos into black and white images, and
then the unified standard for judging all positive
photos was determined. The integral optical density
(IOD) and pixel AREA of tissues of positive images
were obtained by analyzing each photo. Average
optical density value was calculated, and
AO=IOD/AREA. The higher the AO value indicated
the higher the positive expression level.

Statistical analysis
Statistical analyses were performed by using
SPSS 13.0 and GraphPad Prism 8.0.1 software. All
datasets were tested for normality for t-test, and if the
normality test failed, the Mann Whitney rank-sum test
was used for intra-group comparison. For the
comparison of SRS signal intensity, area and
fluorescence AO, data were assessed for normality for
one-way ANOVA, and Kruskal-Wallis test followed
by Dunn's multiple comparisons test was used if the
normality test failed. For correlation analysis, data
were assessed for normality for Pearson r test, and
Spearman r test was used if the normality test failed.
Results are expressed as mean ± s.e.m. or median
quartile. P < 0.05 is considered as significant.

Supplementary Material
Supplementary figures.
http://www.thno.org/v11p3074s1.pdf

Histology

Acknowledgments

The synovium from patients and rats were
processed for H&E staining and immunofluorescence
staining as previous described [38, 51]. The required

Funding
We thank the financial support from the
National Natural Science Foundation of China
http://www.thno.org

Theranostics 2021, Vol. 11, Issue 7
(81671725, 81974272 and 61975033); Shanghai
Municipal Science and Technology Major Project
(2017SHZDZX01 and 2018SHZDZX01) and ZJLab;
Shanghai Municipal Science and Technology Project
(17441900900); and Specialized Research Project of the
Shanghai Health and Family Planning Commission
on Smart Medicine (2018ZHYL0204).

Author Contributions
M.J and Y.H designed and directed the study.
H.X performed sample fabrication and data
quantitative analysis. B.Z performed stimulated
Raman scattering microscopy experiments. M.J, Y.H,
H.X and B.Z wrote the manuscript with contributions
from all the authors.

Data and materials availability
All data is available in the main text or the
supplementary materials.

Competing Interests
The authors have declared that no competing
interest exists.

References
1.
2.
3.
4.
5.
6.
7.

8.
9.
10.
11.
12.
13.

14.
15.
16.
17.
18.

Kuo CF, Grainge MJ, Zhang W, Doherty M. Global epidemiology of gout:
prevalence, incidence and risk factors. Nat Rev Rheumatol. 2015; 11: 649-62.
Zhu Y, Pandya BJ, Choi HK. Prevalence of gout and hyperuricemia in the US
general population: The national health and nutrition examination survey
2007–2008. Arthritis Rheum. 2011; 63: 3136-41.
Martillo MA, Nazzal L, Crittenden DB. The crystallization of monosodium
urate. Curr Rheumatol Rep. 2014; 16: 400.
Kuo CF, Grainge MJ, Mallen C, Zhang W, Doherty M. Comorbidities in
patients with gout prior to and following diagnosis: case-control study. Ann
Rheum Dis. 2016; 75: 210-7.
Dalbeth N, Merriman TR, Stamp LK. Gout. Lancet. 2016; 388: 2039-52.
Ragab G, Elshahaly M, Bardin T. Gout: An old disease in new perspective - A
review. J Adv Res. 2017; 8: 495-511.
Dalbeth N, Aati O, Kalluru R, Gamble GD, Horne A, Doyle AJ, et al.
Relationship between structural joint damage and urate deposition in gout: A
plain radiography and dual-energy CT study. Ann Rheum Dis. 2015; 74:
1030-6.
Gordon C, Swan A, Dieppe P. Detection of crystals in synovial fluids by light
microscopy: sensitivity and reliability. Ann Rheum Dis. 1989; 48: 737-42.
Kim T, Choi YR. Osteochondral lesion of talus with gout tophi deposition: A
case report. World J Clin Cases. 2020; 8: 3814-20.
Sakti M, Usman MA, Lee J, Benjamin M, Maulidiah Q. Atypical
musculoskeletal manifestations of gout in hyperuricemia patients. Open
Access Rheumatol. 2019; 11: 47-52.
Ning TC, Keenan RT. Unusual clinical presentations of gout. Curr Rheumatol
Rep. 2010; 22: 181-7.
Öztürk R, Atalay İ B, Bulut EK, Beltir G, Yılmaz S, Güngör B. Place of
orthopedic surgery in gout. Eur J Rheumatol. 2019; 6: 212-5.
Li B, Singer NG, Yeni YN, Haggins DG, Barnboym E, Oravec D, et al. A
point-of-care Raman spectroscopy-based device for the diagnosis of gout and
peudogout: comparison with the clinical standard microscopy. Arthritis
Rheum. 2016; 68: 1751-7.
Freudiger CW, Min W, Saar BG, Lu S, Holtom GR, He C, et al. Label-free
biomedical imaging with high sensitivity by stimulated Raman scattering
microscopy. Science. 2008; 322: 1857-61.
Saar BG, Freudiger CW, Reichman J, Stanley CM, Holtom GR, Xie XS.
Video-rate molecular imaging in vivo with stimulated Raman scattering.
Science. 2010; 330: 1368-70.
Ji M, Lewis S, Camelo-Piragua S, Ramkissoon SH, Snuderl M, Venneti S, et al.
Detection of human brain tumor infiltration with quantitative stimulated
Raman scattering microscopy. Sci Transl Med. 2015; 7: 309ra163.
Ji M, Arbel M, Zhang L, Freudiger CW, Hou SS, Lin D, et al. Label-free
imaging of amyloid plaques in Alzheimer's disease with stimulated Raman
scattering microscopy. Sci Adv. 2018; 4: eaat7715.
Cheng JX, Xie XS. Vibrational spectroscopic imaging of living systems: An
emerging platform for biology and medicine. Science. 2015; 350: aaa8870.

3087
19. Ao JP, Feng YQ, Wu SM, Wang T, Ling JW, Zhang LW, et al. Rapid, 3D
Chemical Profiling of Individual Atmospheric Aerosols with Stimulated
Raman Scattering Microscopy. Small Methods. 2020; 4: 1900600.
20. Hu F, Shi L, Min W. Biological imaging of chemical bonds by stimulated
Raman scattering microscopy. Nat Methods. 2019; 16: 830-42.
21. Fu D, Zhou J, Zhu WS, Manley PW, Wang YK, Hood T, et al. Imaging the
intracellular distribution of tyrosine kinase inhibitors in living cells with
quantitative hyperspectral stimulated Raman scattering. Nat Chem. 2014; 6:
614-22.
22. Shen Y, Zhao Z, Zhang L, Shi L, Shahriar S, Chan RB, et al. Metabolic activity
induces membrane phase separation in endoplasmic reticulum. Proc Natl
Acad Sci U S A. 2017; 114: 13394-9.
23. Bae K, Zheng W, Ma Y, Huang Z. Real-time monitoring of pharmacokinetics of
antibiotics in biofilms with Raman-tagged hyperspectral stimulated Raman
scattering microscopy. Theranostics. 2019; 9: 1348-57.
24. Shin KS, Laohajaratsang M, Men S, Figueroa B, Dintzis SM, Fu D. Quantitative
chemical imaging of breast calcifications in association with neoplastic
processes. Theranostics. 2020; 10: 5865-78.
25. Ji M, Orringer DA, Freudiger CW, Ramkissoon S, Liu X, Lau D, et al. Rapid,
label-free detection of brain tumors with stimulated Raman scattering
microscopy. Sci Transl Med. 2013; 5: 201ra119.
26. Orringer DA, Pandian B, Niknafs YS, Hollon TC, Boyle J, Lewis S, et al. Rapid
intraoperative histology of unprocessed surgical specimens via
fibre-laser-based stimulated Raman scattering microscopy. Nat Biomed Eng.
2017; 1: 0027.
27. He R, Liu Z, Xu Y, Huang W, Ma H, Ji M. Stimulated Raman scattering
microscopy and spectroscopy with a rapid scanning optical delay line. Opt
Lett. 2017; 42: 659-62.
28. Schauer C, Janko C, Munoz LE, Zhao Y, Kienhofer D, Frey B, et al. Aggregated
neutrophil extracellular traps limit inflammation by degrading cytokines and
chemokines. Nat Med. 2014; 20: 511-7.
29. Kodati V, Tu A, Turumin J. Raman spectroscopic identification of
uric-acid-type kidney stone. Appl Spectrosc. 1990; 44: 1134-6.
30. Streets AM, Li A, Chen T, Huang Y. Imaging without fluorescence: nonlinear
optical microscopy for quantitative cellular imaging. Anal Chem. 2014; 86:
8506-13.
31. Katsamenis OL, Karoutsos V, Kontostanos K, Panagiotopoulos EC, Papadaki
H, Bouropoulos N. Microstructural characterization of CPPD and
hydroxyapatite crystal depositions on human menisci. Cryst Res Technol.
2012; 47: 1201-9.
32. Fattori V, Zarpelon AC, Staurengo-Ferrari L, Borghi SM, Zaninelli TH, Da
Costa FB, et al. Budlein A, a sesquiterpene lactone from , alleviates pain and
inflammation in a model of acute gout arthritis in mice. Front Pharmacol. 2018;
9: 1076.
33. Li L, Teng M, Liu Y, Qu Y, Zhang Y, Lin F, et al. Anti-Gouty Arthritis and
Antihyperuricemia Effects of Sunflower (Helianthus annuus) Head Extract in
Gouty and Hyperuricemia Animal Models. Biomed Res Int. 2017; 2017:
5852076.
34. Zhang B, Sun M, Yang Y, Chen L, Zou X, Yang T, et al. Rapid, large-scale
stimulated Raman histology with strip mosaicing and dual-phase detection.
Biomed Opt Express. 2018; 9: 2604-13.
35. He R, Xu Y, Zhang L, Ma S, Wang X, Ye D, et al. Dual-phase stimulated Raman
scattering microscopy for real-time two-color imaging. Optica. 2017; 4: 44-7.
36. Dalbeth N, Pool B, Gamble GD, Smith T, Callon KE, Mcqueen FM, et al.
Cellular characterization of the gouty tophus: A quantitative analysis.
Arthritis Rheum. 2010; 62: 1549-56.
37. Kratzer J, Lanaspa M, Murphy M, Cicerchi C, Graves C, Tipton P, et al.
Evolutionary history and metabolic insights of ancient mammalian uricases.
Proc Natl Acad Sci U S A. 2014; 111: 3763-8.
38. Park M, Jung H, Jeong Y, Jeong KH. Plasmonic schirmer strip for human
tear-based gouty arthritis diagnosis using surface-enhanced Raman scattering.
ACS Nano. 2017; 11: 438-43.
39. Chakraborty A, Ghosh A, Barui A. Advances in surface-enhanced Raman
spectroscopy for cancer diagnosis and staging. J Raman Spectrosc. 2020; 51:
7-36.
40. Singh N, Kumar P, Riaz U. Applications of near infrared and surface enhanced
Raman scattering techniques in tumor imaging: A short review. Spectrochim
Acta A Mol Biomol Spectrosc. 2019; 222: 117279.
41. Evans CL, Xie XS. Coherent anti-stokes Raman scattering microscopy:
chemical imaging for biology and medicine. Annu Rev Anal Chem. 2008; 1:
883-909.
42. Bhargava, Rohit. Infrared spectroscopic imaging: The next generation. Appl
Spectrosc. 2012; 66: 1091-120.
43. Poratt D, Rome K. Surgical management of gout in the foot and ankle. J Am
Podiatr Med Assoc. 2016; 106: 182-8.
44. Lombardini A, Mytskaniuk V, Sivankutty S, Andresen ER, Chen X, Wenger J,
et al. High-resolution multimodal flexible coherent Raman endoscope. Light
Sci Appl. 2018; 7: 10.
45. Zhang L, Wu Y, Zheng B, Su L, Chen Y, Ma S, et al. Rapid histology of
laryngeal squamous cell carcinoma with deep-learning based stimulated
Raman scattering microscopy. Theranostics. 2019; 9: 2541-54.
46. Chhana A, Pool B, Wei Y, Choi A, Gao R, Munro J, et al. Human cartilage
homogenates influence the crystallization of monosodium urate and
inflammatory response to monosodium urate crystals: A potential link
between osteoarthritis and gout. Arthritis Rheumatol. 2019; 71: 2090-9.

http://www.thno.org

Theranostics 2021, Vol. 11, Issue 7

3088

47. Zamudio-Cuevas Y, Fernandez-Torres J, Martinez-Nava GA, Martinez-Flores
K, Ramirez Olvera A, Medina-Luna D, et al. Phagocytosis of monosodium
urate crystals by human synoviocytes induces inflammation. Exp Biol Med.
2019; 244: 344-51.
48. Chhana A, Lee G, Dalbeth N. Factors influencing the crystallization of
monosodium urate: a systematic literature review. BMC Musculoskelet
Disord. 2015; 16: 296.
49. Coderre T, Wall P. Ankle joint urate arthritis (AJUA) in rats: an alternative
animal model of arthritis to that produced by Freund's adjuvant. Pain. 1987;
28: 379-93.
50. Fu D, Holtom G, Freudiger C, Zhang X, Xie XS. Hyperspectral imaging with
stimulated Raman scattering by chirped femtosecond lasers. J Phys Chem B
2013; 117: 4634-40.
51. Al-Madol MA, Shaqura M, John T, Likar R, Ebied RS, Schäfer M, et al.
Comparative expression analyses of pro- versus anti-inflammatory mediators
within synovium of patients with joint trauma, osteoarthritis, and rheumatoid
arthritis. Mediators Inflamm. 2017; 2017: 1-11.

http://www.thno.org

