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Abstract 10 
Mechanical transformation of tissue is not merely a symptom but a decisive driver in pathological processes. 11 
Comprising intricate network of cells, fibrillar proteins, and interstitial fluid, tissues exhibit distinct solid- (elastic) 12 
and liquid-like (viscous) behaviours that span a wide band of frequencies. Yet, characterization of wideband 13 
viscoelastic behaviour in whole tissue has not been investigated, leaving a vast knowledge gap in the higher frequency 14 
range that is linked to fundamental intracellular processes and microstructural dynamics. Here, we present wideband 15 
Speckle rHEologicAl spectRoScopy (SHEARS) to address this need. We demonstrate, for the first time, analysis of 16 
frequency-dependent elastic and viscous moduli up to the sub-MHz regime in biomimetic scaffolds and tissue 17 
specimens of blood clots, breast tumours, and bone. By capturing previously inaccessible viscoelastic behaviour across 18 
the wide frequency spectrum, our approach provides distinct and comprehensive mechanical signatures of tissues that 19 
may provide new mechanobiological insights and inform novel disease prognostication.  20 
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Introduction 21 
Mechanical properties of tissue play an important role in regulating cellular functions and driving disease processes1-22 
3. Aberrant mechanical remodelling is implicated in a broad spectrum of pathologies including the onset and 23 
progression of neoplasms4-6, haematological disorders7,8, cardiovascular diseases9-11, fibro-proliferative disorders12 24 
and several orthopaedic conditions13. For instance, alterations in tissue stiffness, a frequent consequence of 25 
desmoplastic reaction has been linked to malignancy and chemo-resistance in solid tumours14-18. Compromised bone 26 
strength is associated with diminished bone density and may portend a higher risk of osteoporotic fractures19,20. 27 
Coagulopathy is associated with modulation in the mechanical properties and stability of blood clots21, motivating the 28 
development of mechanics-based point-of-care diagnostic devices for haemostasis management22. Meanwhile, optical, 29 
ultrasound and magnetic resonance elastography techniques are utilized for the clinical management of liver fibrosis, 30 
breast lesions, multiple sclerosis, and other tissue pathologies23-25. 31 

The evidence that mechanical factors are decisive participants in disease pathogenesis is unequivocal. Current 32 
insights, however, have largely relied on a single mechanical descriptor, elasticity, that is inadequate for capturing the 33 
full complexity of mechanical cues that regulate mechanobiological processes. Tissue is composed of a complex 34 
network of cells and fibrillar proteins, surrounded by interstitial fluid that contains 90% water. The structural hierarchy 35 
within the tissue that spans nano- to millimetre length scales is accompanied by a comparably vast breadth of 36 
relaxation time scales26-28. These intricate structure and composition of tissue yield both elastic (G′) and viscous (G″) 37 
behaviours that together contribute to the complex shear (viscoelastic) modulus, G*(ω)=G′(ω)+iG″(ω), modulated 38 
over a wide range of angular frequency, ω. Thus, living cells sense both elastic and viscous mechanical cues at distinct 39 
ω-frequencies depending on how fast they interact with their microenvironment29-31. Notably, cells respond to viscous 40 
dissipation in the ECM via intracellular signalling in ways not explained by changes in elasticity alone32-35. In 3D cell 41 
culture models, cancer cell invasion is simultaneously accompanied by two seemingly opposing mechanical changes 42 
in the ECM: stiffening and ‘liquidisation’, each dominating at different frequency regimes36. Therefore, approaches 43 
to measure frequency-dependent elastic and viscous moduli over a broad spectrum—that is, wideband 44 
micromechanical spectroscopy approaches—are needed to comprehensively capture distinct viscoelastic behaviours 45 
in tissues and other complex biological materials. 46 

Seminal microrheological studies in homogeneous materials have revealed distinct viscoelastic signatures that 47 
span a frequency range of over 6-decades or beyond37,38. Some hydrogels such as polyacrylamide may appear linear 48 
elastic under classical macrorheology (e.g., with a rheometer tool), but exhibit distinct frequency-dependent 49 
viscoelastic behaviour over multiple decades of frequency under microrheology39-41. Rich frequency-dependent 50 
viscoelastic behaviours―most notable being the high-frequency power scaling laws in the kHz-MHz regime―have 51 
since been observed in cells42-45, biofluids46, and ECM constructs47-49. Recent microrheological studies in reconstituted 52 
ECM and in vitro cell culture point to novel mechanobiological insights that are only accessible in the kHz-MHz 53 
regime.  However, wideband micromechanical spectroscopy has never been investigated in whole (intact) tissue. 54 
Study in this regime has the potential to provide new sources of micromechanical contrast for improved disease 55 
prognostication and generate new insights in the field of mechanobiology that has thus far relied on a single elastic 56 
modulus at a low frequency. 57 

Existing techniques do not support frequency-dependent measurement of elasticity and viscosity up to the MHz 58 
regime in whole tissue50. Conventional rheometry can only provide bulk measurement at very low frequencies, 59 
typically over a few Hz51. Although conventional microrheology techniques, based on particle tracking52,53, dynamic 60 
light scattering (DLS)37,46, diffusing wave spectroscopy (DWS)38,54, and optical manipulation45,55-57, are capable of 61 
measurement over a wide frequency range, they are not applicable in whole tissue due to the reliance on exogenous 62 
probe particles. Furthermore, particle tracking approaches are typically limited to highly compliant samples (shear 63 
modulus <100 Pa) while DLS-based techniques are limited to transparent diluted samples (i.e., single-scattering limit). 64 
Among techniques that can be applied in whole tissue, optical coherence elastography (OCE) typically provides quasi-65 
static measurement of elasticity or dynamic measurement over limited frequencies (<10 kHz)58-60. Meanwhile, 66 
Brillouin microscopy provides longitudinal modulus in the GHz range at high spatial resolution, but the interpretation 67 
of this modulus in relation to widely recognized Young’s or shear modulus remains a challenge61. Thus, there is a 68 
large knowledge gap in the kHz-MHz range, a regime in which the mechanical behaviour of tissue remains largely 69 
unknown; yet, one that is linked to fundamental intracellular processes and microstructural dynamics. 70 

Here, we present Speckle rHEologicAl spectRoScopy (SHEARS) to address the need for frequency-dependent 71 
viscoelastic analysis in whole tissue up to the sub-MHz regime. We have previously shown that speckle formed by 72 
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the interference of backscattered laser illumination is sensitive to the natural thermal motion of native light scattering 73 
structures in biological materials, and thus, can be leveraged to provide passive microrheological analysis in an entirely 74 
all-optical, non-invasive, and noncontact manner62-65. Based on this principle, we developed an approach to map 75 
mechanical properties of whole tissue with high spatial resolution and demonstrated measurement of shear modulus 76 
magnitude, |G*|, over a frequency range of ω=1–250 rad/s in various types of biological specimens65-71. However, 77 
these prior studies did not realize the wideband frequency-dependent elastic, G′(ω), and viscous, G″(ω), spectra that 78 
distinctly contributed to the complete viscoelastic behaviour of tissue. With SHEARS, we demonstrate, for the first 79 
time, wideband micromechanical spectroscopy of shear elastic and viscous moduli up to the sub-MHz frequency 80 
regime in biomimetic scaffolds and whole tissues. We analyse the wideband viscoelastic spectra of fibrin constructs, 81 
whole blood clots, breast tumours, and bone. We show that distinct frequency-dependent elastic and viscous signatures 82 
exist over multiple frequency regimes up to the sub-MHz range. Our results demonstrate an unprecedented dynamic 83 
range in both the mechanical properties of the specimens (fluid to bone) and the measurement frequencies (1–105 84 
rad/s) simultaneously in a single platform. 85 
 86 
Results 87 
Principle of wideband SHEARS. SHEARS is an advancement over laser speckle rheology approaches previously 88 
developed by our group62-65.  Biological materials such as tissue are composed of numerous microscopic light 89 
scattering structures that are susceptible to naturally occurring thermal (Brownian) displacements, the magnitude and 90 
frequencies of which are governed by the local viscoelastic behaviour of the microenvironment. Consequently, 91 
scattering structures in softer cellular or adipose tissues may exhibit larger and more rapid displacements compared to 92 
stiffer fibrous regions. Upon illumination by a coherent beam, light scattered by these dynamic structures interfere to 93 
form a temporally fluctuating speckle pattern. By recording a time series of speckle patterns and analysing its 94 
magnitude and rate of fluctuation, the frequency-dependent viscoelastic behaviour of the material can be 95 
reconstructed. Unlike conventional DLS and DWS approaches, laser speckle rheology is not restricted to either 96 
transparent diluted sample (for DLS) or highly concentrated turbid suspension (for DWS) that require incorporating 97 
specific amount of exogenous scattering particles. Rather, it directly exploits displacements of native scatterers that 98 
are already present in the sample and navigates a range of intrinsic tissue scattering properties that lies between the 99 
two scattering limits. Based on this principle, measurement of |G*| at low frequency (ω<250 rad/s) has been validated 100 
and applied in hydrogels65, blood67-69, atherosclerotic plaques66,70, and breast tumours71. The new wideband SHEARS 101 
approach detailed here extends the capabilities of laser speckle rheology to permit measurement of the full complex 102 
modulus as well as the distinct contributions of elastic and viscous moduli, G′(ω) and G″(ω), over ω~1–105 rad/s in 103 
whole tissue. 104 

The highest frequency accessible by SHEARS is physically limited by the speckle acquisition frame rate, which 105 
directly determines the smallest time scale at which the rate of speckle fluctuation can be measured. We utilize a high-106 
speed CMOS camera (Photron, Mini AX200 type 900k) that can support a frame rate up to 540 kHz with a sensor 107 
ROI of 128×32 pixels. The optical system is designed to achieve a pixel-to-speckle ratio of 3.5 pixels/speckles, 108 
ensuring sufficient spatial sampling to capture fully developed speckle, while also maximizing the number of 109 
individual speckles captured within the small sensor ROI. Speckle time series is acquired in a 180° backscattered 110 
configuration at perpendicular polarization to the illumination (Fig. 1a, see Methods for detailed description of the 111 
optical system and speckle acquisition procedure). Speckle fluctuation is evaluated by computing the ensemble-112 
averaged intensity autocorrelation function, g2(t), from which the time-dependent mean square displacement (MSD) 113 
of the scatterers is obtained according to equations (1) and (2) in Methods62,63,65. Notably, equation (2) is an empirical 114 
approximation of the DWS formulation that allows SHEAR to account for an arbitrary set of optical properties in each 115 
sample62,63. An example of g2(t) curve and time-dependent MSD measured in a fibrin hydrogel are shown in Fig. 1b 116 
(see Methods for fibrin sample preparation). 117 

In order to reconstruct both the elastic, G′(ω), and viscous, G″(ω), moduli, the log-log derivative of the MSD 118 
w.r.t time (slope annotated on Fig. 1b) is computed to obtain the frequency-dependent power scaling law, α(ω), where 119 
MSD~tα(ω) at t=1/ω (Fig. 1c). While the MSD itself is inversely proportional to the magnitude |G*|, its power scaling 120 
law α determines the phase angle ∠G* that governs the relative contribution of the real, G′, and imaginary, G″, parts 121 
of the complex modulus (inset of Fig. 1c); equation (3) in Methods provides the full expression72-74. Here, α=0 122 
indicates a purely elastic solid-like behaviour (i.e., |G*|=G′) whereas α=1 indicates a purely viscous fluid-like 123 
behaviour (i.e., |G*|=G″). Meanwhile, viscoelastic materials exhibit frequency-dependent α(ω) that varies between 124 
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the two limits (i.e., 0<α<1), where α=0.5 corresponds to G′=G″ and deviation in either direction indicates more 125 
elasticity-dominant (α<0.5, G′>G″) or viscosity-dominant (α>0.5, G′<G″) behaviour. For the fibrin construct, α(ω) 126 
decreases from α~1 at ω≤10 rad/s to α~0.1 at 100≤ω<3,000 rad/s then approaches α~0.5 at ω>104 rad/s (Fig. 1c), 127 
giving rise to frequency-dependent G′(ω) and G″(ω) spectra (Fig. 1d). In contrast, a solution of unpolymerized 128 
fibrinogen molecules (fibrin precursors) exhibits a linearly increasing MSD and a constant α(ω)=1 (insets of Fig. 1e), 129 
resulting in a purely viscous behaviour with |G*|=G″, where G″ increases linearly with ω as expected of a viscous 130 
fluid (Fig. 1e). 131 
 132 

 133 
Fig. 1 Wideband micromechanical spectroscopy with SHEARS. a Optical setup of the SHEARS system. b Time-134 
dependent MSD of polymerised fibrin construct computed from the intensity autocorrelation (inset) of the acquired 135 
speckle time series. c Frequency-dependent α(ω) obtained from the log-log derivative of the MSD in b. Inset illustrates 136 
the role of α in determining the relative contribution of G′ and G″ in the complex modulus, G*=G′+iG″. d Frequency-137 
dependent |G*(ω)| (black), G′(ω) (blue), and G″(ω) (red) of fibrin construct computed from MSD and α in b and c. 138 
Values of all annotated spectroscopic parameters are tabulated in Supplementary Table 1. e |G*(ω)| (black) and G″(ω) 139 
(red) of pure fibrinogen solution containing 3-μm diameter polystyrene particles, showing linearly increasing 140 
G*(ω)=G″(ω) indicated by a log-log slope of 1. Insets show the measured MSD and α; shaded areas indicate time 141 
scales over which the speckle pattern has completely decorrelated due to the fast dynamics in aqueous solution. In b–142 
e, solid curve and shaded outline represent mean±standard deviation of N=9 measurements, respectively.  143 
 144 
Frequency-dependent viscoelastic behaviour of fibrous polymer construct. We measured G′(ω) and G″(ω) of 145 
polymerised fibrin constructs to examine the frequency-dependent viscoelastic behaviour of a typical fibrous ECM 146 
(Fig. 1d). Fibrin was chosen as an example for its clinical relevance in haematology and wound healing. Wideband 147 
SHEARS up to ω>104 rad/s reveals 4 viscoelastic regimes across the frequency spectrum. In Regime I, the viscoelastic 148 
behaviour of the fibrin construct is dominated by viscous contribution with G″>G′. The low-frequency fluid-like 149 
behaviour is attributed to the relaxation dynamics of the hydrogel construct as a whole75,76. As the frequency increases, 150 
G′ gradually approaches G″ until they crossover (i.e., α=0.5) at the fluid-to-solid transition frequency, ωT=20±3 rad/s. 151 
In Regime II, the fibrin construct reaches its most elastic behaviour with α<0.1 (Fig. 1c) as G″ decreases to a local 152 
minimum at frequency ω0

II=300±100 rad/s while G′ reaches the ‘elastic plateau modulus’ of G0
II=700±200 Pa. The 153 

elastic plateau is governed by the elasticity of the fibrin fiber network. Here, the elastic plateau extends for ~2 decades 154 
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with both G′ and |G*| remaining relatively constant. In Regime III, hidden beneath the elastic plateau, G″ increases 155 
following a power scaling law G″~ωγ. Two distinct scaling laws can be observed: first with the exponent of 156 
γIIIa=0.4±0.1, then transitions to γIIIb=1.2±0.1 at frequency ωγ=17×103±2×103 rad/s. Within Regime IIIb, the increasing 157 
contribution of G″(ω) causes the overall modulus magnitude to also follow a power scaling law |G*|~ωα with an 158 
exponent of αIIIb=0.50±0.09. The shift from |G*| plateau to high-frequency power scaling can be interpreted as the 159 
transition from the network-level elastic behaviour at intermediate frequencies to the single filament-level fluctuation 160 
at higher frequencies46,75,76. The power scaling exponent of α~0.5 is consistent with the bending fluctuation of a Rouse 161 
flexible polymer75,76. 162 

Values of all spectroscopic parameters annotated in Fig. 1 are summarised in Supplementary Table 1. These 163 
wideband spectroscopic parameters together describe the intricate frequency-dependent elastic and viscous behaviour 164 
of polymerised fibrin, a fibrillar protein commonly found in biological tissue. In the following sections, we show that 165 
the spectroscopic analysis described above can be applied to a wide range of clinical specimens to reveal distinct 166 
mechanical signatures in tissues such as whole blood clots, breast tumours, and bone.  167 
 168 
Wideband micromechanical spectroscopy of blood clot viscoelasticity. Blood clots are essentially polymerised 169 
fibrin scaffolds that contain various other cellular components such as platelets and red blood cells (RBC). Mechanical 170 
properties of blood clots have emerged as an important player in the management of thrombotic and bleeding 171 
complications in the clinical settings68,69,77. We obtained two clinical blood samples from the MGH Core Laboratory 172 
(MGH IRB#2017P000419), each presenting high (hereafter ‘high-FIB’) and low (hereafter ‘low-FIB’) fibrinogen 173 
content associated with potential thrombotic and bleeding risks, respectively. Wideband SHEARS was performed in 174 
whole blood before (Fig. 2, inset) and after (Fig. 2) clot initiation by Kaolin and CaCl2. Values of all spectroscopic 175 
parameters annotated in Fig. 2 are summarised in Supplementary Table 1. 176 
 177 

 178 
Fig. 2 Wideband viscoelastic spectra of clinical blood clots. a, b Frequency-dependent |G*(ω)| (black), G′(ω) (blue), 179 
and G″(ω) (red) of clots formed by whole blood samples with fibrinogen contents at the upper (‘high-FIB’, 180 
5.15 mg/mL) and lower (‘low-FIB’, 2.12 mg/mL) limits of the normal range, respectively. Solid curve and shaded 181 
outline represent mean±standard deviation of N=5 measurements. Values of all annotated spectroscopic parameters 182 
are tabulated in Supplementary Table 1. Insets show G″(ω) in pure whole blood prior to clot initiation. Annotated 183 
numbers indicate the power scaling law of G″(ω). 184 
 185 

The viscoelastic behaviour of high-FIB clot is similar to that of the purified fibrin construct in Regimes I and II, 186 
but with both the fluid-to-solid transition and the elastic plateau occurring at lower frequencies of ωT=0.36±0.09 rad/s 187 
and ω0

II=3.1±0.7 rad/s, respectively (Fig. 2a). Furthermore, the elastic plateau modulus is lower at G0
II=0.6±0.2 Pa 188 

and extends for less than a decade, indicating lower network elasticity and an overall less solid-like behaviour 189 
compared to the purified fibrin in Fig. 1d. In Regime III, G″(ω) power scaling has the exponent of γIIIa=0.6±0.2 that 190 
transitions to γIIIb=0.83±0.01 at ωγ=160±30 rad/s, suggesting that the viscous behaviour approaches that of a purely 191 
viscous fluid with γ→1 (i.e., G″ increases linearly with ω) at higher frequencies. A unique behaviour in whole blood 192 
clots compared to purified fibrin is the second crossover between G′ and G″ at ωT,III=110±40 rad/s—this time, a 193 
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transition back to a more viscosity-dominant behaviour with G″ exceeding G′. With G″ dominating the viscoelastic 194 
behaviour after this transition, |G*(ω)| follows the same power scaling law with exponent αIIIb=γIIIb. In comparison, 195 
the low-FIB clot has a lower elastic plateau modulus of G0

II=0.3±0.2 Pa that occurs at a frequency of ω0
II=0.8±0.7 196 

rad/s (Fig. 2b). Furthermore, the solid-to-fluid transition in Regime III also occurs at a much lower frequency of 197 
ωT,III=40±30 rad/s compared to high-FIB. Thus, the low-FIB clot not only has lower elasticity (i.e., more compliant) 198 
than the high-FIB clot, but also exhibits more G″-dominant behaviour across a wider range of frequencies, likely due 199 
to the lower availability of fibrinogen protein to form a stable fibrin network. 200 

Evidently, the viscoelastic spectra of clots formed by whole blood (Fig. 2) are markedly different from those of 201 
the purified fibrin construct (Fig. 1d), despite both being primarily composed of fibrin network. The discrepancies are 202 
likely due to the presence of other microscopic components in whole blood such as platelets and RBCs, resulting in 203 
altered structure of the fibrin fibres compared to the purified scaffold. The complexity of whole blood can also be 204 
appreciated from the viscosity measurement prior to clot initiation. Unlike in solution of unpolymerized fibrinogen 205 
molecules (Fig. 1e), G″ does not increase linearly with frequency (i.e., α=1) but instead follows a power law with α(ω) 206 
in the range of 0.75–0.9 (insets of Fig. 2). Furthermore, both whole blood samples are more viscous, with average 207 
viscosity of 4.5±0.2 mPa∙s (high-FIB) and 4.6±0.1 mPa∙s (low-FIB) at ω>200 rad/s, compared to the pure fibrinogen 208 
solution with viscosity of 1.43±0.06 mPa∙s. 209 
 210 
Profiling wideband viscoelastic signatures in breast cancer. Breast tumours are mechanically heterogeneous, both 211 
across different molecular subtypes and within a single specimen. We have previously shown that the cellular tumour 212 
epithelium tends to have lower |G*| than the fibrous stroma, with tumours of more aggressive molecular subtypes 213 
generally exhibiting sharper |G*| gradient across the tumour-stroma interface71. We performed wideband SHEARS on 214 
three freshly excised breast specimens from different patients (MGH IRB#2011P000301): benign breast tissue from 215 
a patient with breast cancer (Fig. 3a, b), residual tumour after treatment with neoadjuvant chemotherapy (Fig. 3c–e), 216 
and untreated invasive breast carcinoma (Fig. 3f–j). Across the three specimens, we observe four different types of 217 
frequency-dependent viscoelastic behaviour corresponding to benign fibrous breast tissue (Fig. 3b), adipose (Fig. 3e), 218 
fibrous tumour stroma (Fig. 3d, g, i), and cellular tumour epithelium (Fig. 3h, i). Values of all spectroscopic parameters 219 
annotated in Fig. 3 are summarised in Supplementary Table 1. 220 

In benign fibrous breast tissue (Fig. 3a), the wideband viscoelastic behaviour is rather reminiscent of that of the 221 
purified fibrin constructs in Fig. 1d, except with the moduli magnitude being overall higher (Fig. 3b). Notably, two 222 
distinct power scaling laws are also observed for G″(ω) in Regime III, with both exponents being lower than those of 223 
fibrin (γIIIa=0.20±0.03, γIIIb=0.73±0.05) but transitioning at similar frequency of ωγ=2000±200 rad/s. Similarly, the 224 
increasing contribution of G″(ω) in Regime IIIb also results in the high-frequency power law behaviour of |G*(ω)| 225 
with the exponent of αIIIb=0.33±0.05. Taking the measurement up to ω>105 rad/s reveals two additional frequency 226 
regimes. Regimes IV-V exhibit similar behaviours to Regimes II-III, with G″ reaching another local minimum at 227 
frequency ω0

IV=2×105±1×105 rad/s accompanied by its own elastic plateau modulus of G0
IV=13±2 kPa, followed by 228 

a power scaling law with exponent of γV=0.5±0.1. 229 
Invasive ductal carcinoma after neoadjuvant (presurgical) systemic treatment displays varying levels of 230 

cellularity, with interspersed tumour cell clusters within the fibrous tumour stroma and areas of normal adipose (Fig. 231 
3c). Unlike the benign fibrous breast tissue, the fibrous tumour stroma (green arrows in Fig. 3c) exhibits a 232 
characteristic undulation pattern in its viscous behaviour (Fig. 3d), where the viscoelastic spectra repeatedly reach a 233 
new elastic plateau (Regimes II, IV, and VI) followed by a G″(ω) power scaling (Regimes III, V, and VII), each 234 
obeying only a single power law (i.e., γIIIb in Fig. 3b is not observed). Notably, higher elastic plateau modulus is 235 
observed at increasing frequency regimes (G0

II=4.6±0.9, G0
IV=8±2, G0

VI=18±5 kPa), indicating decreased compliance 236 
as a function of frequency. Interestingly, the power scaling laws also follow a similar increasing trend for both G″ 237 
(γIII=0.33±0.09, γV=0.55±0.06, γVII=0.6±0.3) and |G*| (αIII=0.22±0.06, αV=0.26±0.01). An increase in the high-238 
frequency power law exponent may be interpreted as a decrease in the filament flexibility of the fibrillar structures75,76. 239 
Meanwhile, the viscoelastic spectra of adipose tissue (orange arrows in Fig. 3c) exhibit only one elastic plateau and 240 
one G″(ω) power scaling regime (Fig. 3e). The elastic plateau occurs at a higher frequency of ω0

II=1,500±200 rad/s 241 
with a lower plateau modulus of G0

II=1.27±0.06 kPa compared to the fibrous stroma. However, the high-frequency 242 
power scaling of both G″(ω) and |G*(ω)| are steeper with the exponents of γIII=0.8±0.1 and αIII=0.44±0.05, 243 
respectively. 244 

 245 
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 246 
Fig. 3 Wideband viscoelastic spectra of the breast tumour microenvironments. Gross photo, H&E slide, and 247 
frequency-dependent |G*(ω)| (black), G′(ω) (blue), and G″(ω) (red) of a, b benign breast tissue, c–e treated invasive 248 
carcinoma, and f–j untreated invasive carcinoma. Solid curve and shaded outline represent mean±standard deviation 249 
of measurements at locations indicated by coloured arrows on H&E. Arrows and plot boxes are colour-coded for 250 
benign fibrous breast tissue (blue), adipose (orange), tumour stroma (dark green, light green), and cellular tumour 251 
epithelium (purple, red). Values of all annotated spectroscopic parameters are tabulated in Supplementary Table 1. 252 
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Compared to the treated sample, the untreated invasive carcinoma displays well-delineated regions of fibrous 253 
stroma and cellular tumour epithelium (Fig. 3f). The fibrous stroma with tumour infiltration (dark green arrows in Fig. 254 
3f, upper inset) exhibits viscoelastic behaviour that is remarkably similar to that of the stroma in the treated tumour in 255 
Fig. 3d, with the characteristic undulation pattern in G″(ω) (Fig. 3g). Notably, although the elastic plateau moduli are 256 
lower (G0

II=0.9±0.09, G0
IV=2.1±0.4, G0

VI=5±2 kPa), the power scaling exponents for both G″(ω) (γIII=0.44±0.03, 257 
γV=0.58±0.06, γVII=0.35±0.3) and |G*(ω)| (αIII=0.27±0.05, αV=0.28±0.07) are in the same range as those of the treated 258 
tumour. Likewise, the fibrous tumour stroma surrounding a growing nodule of tumour cells (light green arrows in Fig. 259 
3f, lower inset) also exhibits characteristic undulation in the viscous behaviour and power scaling exponents in the 260 
same range of α~0.2–0.3 (Fig. 3i). In comparison, the cell-dense nodule of tumour (purple arrows in Fig. 3f) exhibits 261 
noticeably more viscous behaviour, where G″ lies close to G′ throughout the spectra (Fig. 3j). The higher contribution 262 
of G″ to the overall modulus is also reflected in the power scaling exponents of |G*(ω)|, with α approaching 0.5 263 
(αIII=0.40±0.01, αV=0.45±0.07). The viscous behaviour is even more dominant in the tumour that is not contained in 264 
a nodule but infiltrates the fibrous stroma (red arrows in Fig. 3f), where G″ completely overlaps G′, resulting in a high 265 
frequency |G*(ω)| power scaling law with αIIIb=0.51±0.09 that extends over a decade (Fig. 3h). The relatively more 266 
fluid-like behaviour of the infiltrating tumour supports the model of cancer invasion based on cell jamming theory, 267 
where the invading tumour appears liquidised as it ‘unjams’ from its solid tumour state78-80. 268 

Our results show that the breast tumour microenvironment is an extremely heterogeneous micromechanical 269 
landscape, not only in quasi-static elasticity81-84 or low-frequency viscoelastic modulus71, but even more remarkably 270 
so in the frequency-dependent elastic and viscous behaviours over a wide frequency spectrum. Notably, although all 271 
tissues in Fig. 3 behave similarly at ω<100 rad/s (the limited frequency range in which many mechanobiological 272 
studies have been based), they exhibit vastly distinct viscous behaviour at the higher frequency regimes. These 273 
wideband viscoelastic spectra may lead to further insights on the multifaceted mechanical transformation in breast 274 
cancer and provide new sources of contrast for disease prognostication. 275 
 276 
Revealing wideband frequency-dependent viscoelastic behaviours of bone. Although bone mineral density (BMD) 277 
has long served as a diagnostic marker for bone diseases, it is now accepted that BMD is an incomplete index of bone 278 
fragility and does not adequately predict fracture risk across disease states19. Furthermore, there is a growing 279 
appreciation for the role of structural water on the mechanical integrity of bone in aging and diseases85,86. However, 280 
mechanical properties of bone are still typically given by elastic moduli, which exhibits little frequency dependence 281 
at the macroscale13. Microrheology of bone remains largely unexplored in orthopaedic conditions. Leveraging the 282 
large dynamic range of wideband SHEARS, not only in the frequency but also in the measurable viscoelastic modulus, 283 
we reveal for the first time, frequency-dependent elastic and viscous behaviours of bone across a wide range of 284 
frequency (Fig. 4). Bovine rib bone was cross-sectioned (Fig. 4a) to obtain wideband viscoelastic spectra in the dense 285 
cortical bone at the outer shell (Fig. 4b) and the ‘spongy’ trabecular bone at the centre (Fig. 4c). Values of all 286 
spectroscopic parameters annotated in Fig. 4 are summarised in Supplementary Table 1. 287 

At the microscale, both cortical and trabecular bones exhibit frequency-dependent elastic and viscous behaviours 288 
not unlike those of soft tissues. The cortical bone, which is composed of densely packed osteons with aligned fibrous 289 
collagen matrix, displays an undulation pattern in the viscous behaviour that is characteristic of the fibrous stroma of 290 
breast tumours (Fig. 4b). Compared to the fibrous tumour stroma, the undulation of G″ begins (i.e., the first local 291 
minimum) at a much higher frequency of ω0

II=1,720±70 rad/s compared to ω0
II~100 rad/s in Fig. 3d, g, i. In addition, 292 

although G″(ω) follows a similar power scaling behaviour (γIII=0.56±0.09, γV=0.2±0.2), |G*(ω)| remains roughly 293 
constant over the measured frequency range (i.e., α→0) with elevated elastic plateau moduli of G0

II=5±2 and 294 
G0

IV=6±2 MPa. Evidently, the wideband viscoelastic behaviour of the cortical bone is more predominantly elastic than 295 
that of the fibrous tumour stroma even though both are highly fibrous tissues with interspersed cells (tumours and 296 
osteocytes), likely owing to the calcification and mineral contents in the bone. Meanwhile, the trabecular bone, which 297 
is composed of less densely arranged trabeculae surrounding soft tissue components such as marrow and blood vessels, 298 
exhibit lower elastic plateau moduli (G0

II=0.3±0.1, G0
IV=0.5±0.2 MPa) compared to the cortical bone (Fig. 4c). 299 

Furthermore, the frequency-dependent elastic and viscous behaviours also bare more resemblance to those of other 300 
fibrous soft tissues and scaffolds, with both fluid-to-solid transition and elastic plateau occurring at the same frequency 301 
ranges of ωT~20 rad/s and ω0

II~100 rad/s, respectively. Moreover, the power scaling behaviours of both G″(ω) 302 
(γIII=0.1±0.1, γV=0.78±0.06) and |G*(ω)| (αV=0.44±0.07) are particularly similar to those of the benign fibrous breast 303 
tissue in Fig. 3b. 304 
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Although microrheology has traditionally been reserved for the study of complex fluids and soft materials, our 305 
results show that bone also exhibits rich frequency-dependent viscoelastic behaviour when probed at the microscale. 306 
With increasing attention to not only solid materials (e.g., collagen and minerals) but also structural water in bone85,86, 307 
examination of both elastic and viscous behaviours of the bone across a wide range of frequency scales is likely to 308 
offer new insights on the microstructural mechanisms underlying orthopaedic conditions. 309 
 310 

 311 
Fig. 4 Wideband viscoelastic spectra of compact and trabecular bones. a Gross photo and H&E slide of bovine 312 
rib bone cross-section. b, c Frequency-dependent |G*(ω)| (black), G′(ω) (blue), and G″(ω) (red) of cortical (blue) and 313 
trabecular (green) bones indicated by coloured arrows in a, respectively. Solid curve and shaded outline represent 314 
mean±standard deviation of measurements at locations indicated by coloured arrows on H&E. Values of all annotated 315 
spectroscopic parameters are tabulated in Supplementary Table 1. 316 
 317 
Discussion 318 
In this work, we harness the interactions of coherent laser light and thermally-driven micromechanical fluctuations of 319 
native scattering structures in biomaterial constituents to obtain ‘viscoelastic fingerprints’ over a wide frequency 320 
spectrum in tissues, biofluids, and biomimetic scaffolds. These wideband viscoelastic spectra can enable 321 
characterization of multiscale mechanics, support biophysical studies of microstructural dynamics in cells and ECM, 322 
and provide new means to investigate the mechanobiology of diseases.  323 

From the rheological perspective, wideband micromechanical spectroscopy over a broad range of frequency 324 
scales inherently interrogates a comparably wide range of length scales within the structural hierarchy of the material. 325 
Cells and extracellular networks that form the tissue at the mesoscale are composed of building blocks at length scales 326 
of micrometres down to nanometres and beyond, where structures of smaller characteristic length scales are generally 327 
associated with faster dynamical behaviours26-28. Thus, viscoelastic moduli that span the lower to higher frequency 328 
regimes correspond to the mechanical behaviour of the whole tissue structure (collective network dynamics) down to 329 
the individual constituents (single-filament dynamics) that compose the tissue46,76,87, despite the fixed spatial 330 
resolution of the optical system. Indeed, at lower frequencies (ω<30 rad/s), our prior studies have demonstrated 331 
agreement between G*(ω) measured with laser speckle microrheology approaches and conventional macrorheology 332 
in aqueous solution62,63, homogeneous hydrogels65, and breast tissues71. Here, the full wideband viscoelastic spectra 333 
in fibrin constructs (Fig. 1d) show that G*(ω) most closely corresponds to macrorheology measurement at the elastic 334 
plateau (ω=ω0

II), where the viscous modulus is approximately 10% of the elastic modulus29. This is consistent with 335 
the interpretation that the elastic plateau is governed by collective network elasticity46,75,76. Beyond the plateau, 336 
wideband SHEARS provides additional rheological information that is inaccessible to conventional macrorheology. 337 

From the biophysical perspective, wideband micromechanical spectroscopy reveals characteristic frequency-338 
dependent behaviours that facilitate physics-based interpretation of biomaterial properties. Despite vastly diverse 339 
spectral signatures across different types of tissues, we show that the wideband spectra can be divided into smaller 340 
frequency regimes, within which the frequency-dependent behaviour follows characteristic patterns that have been 341 
previously predicted by various biophysical models. Taking the fibrin construct (Fig. 1d) as an example, the 342 
viscoelastic behaviour is viscosity-dominant (G″>G′) at the lowest frequencies before the crossover of G′ and G″ 343 
indicates the shift to elasticity-dominant regime (Regime I). Then, G″ decreases to a minimum at ω=ω0 while G′ 344 
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remains relatively constant, resulting in |G*|~G0, the elastic plateau modulus (Regime II). These behaviours are well 345 
described by the Maxwell model88,89. As G′ remains plateaued, G″ rises from its minimum following power scaling 346 
laws G″~ωγ (Regime IIIa and IIIb). Eventually, the increasing viscous contribution causes the modulus magnitude to 347 
deviate from the plateau and follow a power scaling law |G*|~ ωα at higher frequencies (Regime IIIb). These 348 
behaviours are predicted by various models of Rouse polymer, each with a characteristic power scaling law75,76. For 349 
instance, α=0.5, 0.67, and 0.75 correspond to the fluctuation of flexible partial chain, worm-like micelle, and the 350 
bending of semiflexible polymer, respectively. Notably, the high-frequency power scaling behaviour has been 351 
exploited to investigate the biophysical properties of the cytoskeletal and extracellular network of various cell 352 
conditions42-45. For the tissue specimens investigated here, the behaviour of reaching an elastic plateau followed by 353 
power scaling law tends to repeat at higher frequency regimes (beyond the initial Regimes I–III), where the 354 
corresponding G0, ω0, γ, and α parameters can be extracted for each repetition. 355 

From the mechanobiological perspective, wideband micromechanical spectroscopy provides unique ‘viscoelastic 356 
fingerprints’ that characterize a wide array of tissue microenvironments. Several characteristic spectral signatures 357 
emerge from our analysis of fibrin constructs, whole blood clots, breast tissues, and bones. The first type of spectral 358 
signature is observed in acellular fibrin construct (Fig. 1d) and benign fibrous breast tissue (Fig. 3b), where the power 359 
scaling of G″~ωγ in Regime III follows two distinct scaling laws, with a steeper increase (i.e., larger γ) at higher 360 
frequency. These spectra exhibit characteristics frequency-dependent behaviours that are mostly consistent with prior 361 
studies of homogeneous fibrous polymer networks36,39-41. In contrast, the second type of spectral signature is observed 362 
in highly cellular tissues, including the tumour epithelium (Fig. 3h, i) and RBC-rich whole blood clots (Fig. 2). These 363 
spectra are characterized by a relatively viscous behaviour, where the viscous modulus remains close to, or even 364 
exceeds, the elastic modulus at higher frequencies. In these predominantly cellular microenvironments, the measured 365 
viscoelastic behaviour is likely dominated by the dynamics of cell surfaces, which are surrounded on either side by 366 
the cytoplasm and the interstitial fluid. The third type of spectral signature is characteristic to adipose tissue (Fig. 3e), 367 
where the delayed elastic plateau and the single steep power scaling of G″ result in a distinct inverted triangle shape 368 
of the spectra. This behaviour is likely governed by the viscoelastic properties of lipid, since adipose tissue is 369 
composed of densely packed adipocytes whose intracellular space is primarily occupied by lipid droplets. The last 370 
type of spectral signature is observed where fibrous stroma meets cells, including the breast tumour-stroma interface 371 
(Fig. 3d, g, i) and the cortical bone (Fig. 4b). These spectra exhibit a characteristic undulation pattern in the viscous 372 
modulus, where new elastic plateaus are repeatedly reached after ~1 decade of power scaling of G″ and |G*|. We 373 
hypothesize that the characteristic undulation pattern in the viscous behaviour is likely an outcome of the interaction 374 
of cell surfaces with the surrounding extracellular fibrillar network, given that this behaviour is, to the extent of our 375 
results, strictly observed where cells can directly interact with the fibrous ECM.  376 

The wideband viscoelastic spectral signatures that emerge from various tissue microenvironments has the 377 
potential to enable novel mechano-pathological investigation and micromechanics-based clinical prognostication. In 378 
the present study, we implement a frequency regime-based analysis to extract a set of spectroscopic parameters that 379 
uniquely defines each wideband spectra. These spectroscopic parameters can provide a high-dimensional parameter 380 
space for multivariate analysis and classification, in conjunction with other known molecular biomarkers and clinical 381 
prognostic indicators.  The spectral analysis of the full frequency-dependent elastic, viscous, and complex shear 382 
moduli with wideband SHEARS will offer comprehensive profiling of the tissue viscoelastic landscape for a variety 383 
of pathologies and disease conditions. The ability to access information across the broad frequency spectrum, which 384 
has thus far been inaccessible in fresh unprocessed tissue, will likely unlock new paths toward improved disease 385 
prognostication and identification of therapeutic targets.   386 
 387 
Methods 388 
Wideband SHEARS system and data acquisition. Schematic of the optical setup for the wideband SHEARS system 389 
is shown in Fig. 1a. A fibre-coupled diode laser with wavelength 637 nm (Coherent, OBIS FP 637LX) was collimated, 390 
linearly polarized, resized to a beam diameter of 1 mm, and focused by an objective lens (convex doublet, focal length 391 
30 mm) to a spot size of 14 μm at the sample. Backscattered light was collected by the same objective lens through 392 
an open aperture of 9 mm in diameter, then, captured by a high-speed CMOS camera (Photron, Mini AX200 type 393 
900k) through a tube lens (focal length 400 mm). Acquisition of speckle time series was accomplished with a 394 
manufacturer-provided camera control software (Photron FASTCAM Viewer 4), which enabled control of camera 395 
ROI, frame rate, and exposure time. Samples were positioned with the focal plane of the objective lens just below the 396 
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sample surface. For each measurement, we used the lowest possible exposure time at which the captured speckle 397 
intensity still occupies the full available dynamic range of the camera sensor. At the maximum allowable frame rate 398 
for a given exposure time, speckle time series was acquired over a sensor ROI of 128×32 pixels for a duration of 5 s. 399 

Compared to the previous systems described in our prior work62-65, notable advances were implemented here to 400 
enable wideband micromechanical spectroscopy. The absolute upper and lower frequency limits of the measured 401 
viscoelastic spectra are determined by the acquisition frame rate, Fs, and duration, τ, of the speckle time series 402 
according to 1/τ<ω<Fs. Thus, extending the measurement up to the sub-MHz frequency range necessitates a high-403 
speed camera that can capture speckle images at sub-MHz frame rate. The Photron Mini AX200 camera can support 404 
up to 540,000 frames per second (with a sensor ROI of 128×32 pixels), several orders of magnitude faster than typical 405 
CMOS cameras for microscopy applications. However, the Mini AX200 camera also comes with a much larger sensor 406 
pixel size of 20 μm×20 μm, which presents a caveat for achieving sufficient spatial sampling to capture fully developed 407 
speckles without compromising photon collection (e.g., by closing the aperture on a zoom lens). Via a combination 408 
of illumination beam size, collection aperture size, and focal lengths of objective and tube lenses, we designed the 409 
optical system to achieve a pixel-to-speckle size ratio of 3.5 pixels/speckle. Furthermore, the high-frame rate 410 
acquisition affords shorter exposure time, necessitating higher illumination power to capture the speckle intensity 411 
fluctuation with sufficient signal-to-noise ratio. The Coherent OBIS FP 637LX laser diode provides a full power of 412 
48 mW at the sample. We utilised the full power except for measurements in whole blood (Fig. 2), where a neutral 413 
density filter was placed in the illumination arm to achieve 10 mW at the sample to avoid excessive absorption by 414 
haemoglobin. 415 
 416 
Reconstruction of frequency-dependent G*(ω). All computation was implemented in MATLAB 2022a. Firstly, 417 
ensemble-average intensity autocorrelation function, g2(t), was computed from the acquired speckle time series using 418 
a contrast-normalized approach described in90: 419 
 420 

 ( ) ( )
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( ) ( )
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2,raw 0 0

1
1;   

0 1
I t t I tg t

g t g t
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 422 
where I and t denote speckle intensity and autocorrelation time, respectively. ⟨⟩ denotes an ensemble average in space 423 
and time. Here, the ensemble includes all spatial pixels in a circular ROI concentric to the beam centre and extending 424 
1/e radius of the diffused reflectance profile (DRP), and all pairs of temporal frames separated by time t. This ensures 425 
optimal speckle contrast in the ensemble while maximizing the number of individual speckles and temporal averaging. 426 
Then, time-dependent MSD, ⟨Δr2(t)⟩, was obtained via an empirical approximation of the diffusing wave spectroscopy 427 
(DWS) formulation62,63: 428 
 429 

 ( ) ( )( )2 2
2 1 exp 2g t k r t

ζ
γ  − = − Δ  , (2) 430 

 431 
where k denotes wave number in the medium while γ and ζ are experimental constants that account for the optical 432 
properties of the sample. The constants γ and ζ were obtained from a lookup table derived via Monte Carlo ray tracing 433 
for a given sample optical properties, which were experimentally estimated from the radial DRP in each sample91,92, 434 
as previously described for laser speckle microrheology62,63. This approach allows SHEARS to navigate a range of 435 
unknown intrinsic optical properties in scattering biological tissues, unlike conventional DLS and DWS approaches 436 
which are limited to either the single-scattering or the multiple-scattering extremes, respectively62,63. Notably, a 437 
combination of γ=2/3 and ζ=1 reduces equation (2) to that of the DLS formulation while γ=5/3 and ζ=0.5 is consistent 438 
with the DWS formulation (at 180° backscattered configuration)93,94. In the present study, the values of γ and ζ fall 439 
between the two limits based on the optical properties of the samples summarized in Supplementary Table 2. 440 

In principle, G*(ω) can be obtained directly from the temporal Fourier transform of the MSD via the Generalized 441 
Stokes-Einstein Relation (GSER). In practice, since MSD is measured over a finite time domain, we used an algebraic 442 
approximation of the GSER72-74: 443 
 444 
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 446 
where kB, T, and a denote the Boltzmann constant, temperature, and scattering particle radius, respectively. For 447 
samples with unknown scattering particle size, a can be experimentally estimated from a combination of the azimuthal 448 
DRP and the relative speckle decorrelation rate of parallel versus perpendicularly polarized component of the 449 
backscattered light, as previously described64,71. Notably, a merely provides a scaling factor to the absolute values of 450 
G*(ω) and has no effect on its frequency-dependent behaviour. The average scattering particle radii of the samples in 451 
the present study are summarized in Supplementary Table 2. 452 

The frequency-dependent α(ω) describes the local power scaling law behaviour of the MSD, i.e., ⟨Δr2(t)⟩~tα(ω) at 453 
t=1/ω. For optimal sampling in the frequency domain and noise performance in the log-log derivative, equation (3) 454 
was executed by first resampling the MSD linearly in the log-space ω domain with 30 points per decade to obtain 455 ⟨Δr2(ω)⟩, then, computing the linear regression of log⟨Δr2(t)⟩ w.r.t log(t) over a rolling temporal window of width 7 456 
points centred at t=1/ω to obtain α(ω). Finally, α(ω) was smoothed by a moving-average filter with a window size of 457 
15 points before G*(ω) was obtained via equation (3). 458 
 459 
Extraction of spectroscopic parameters. Spectroscopic parameters were extracted from the final reconstructed 460 
|G*(ω)|, G′(ω), G″(ω), and α(ω) versus ω curves. All computation was implemented in MATLAB 2022a. 461 

1) Transition frequency, ωT (Regimes I and III): value of ω at which α(ω)=0.5. 462 
2) Plateau frequency, ω0 (Regimes II, IV, and VI): value of ω at which α(ω) is at its local minima, which also 463 

corresponds to local minima of G″(ω). 464 
3) Plateau modulus, G0 (Regimes II, IV, and VI): value of G′(ω) at ω=ω0. 465 
4) Power scaling law of G″(ω), γ (Regimes III, V, VII): log-log slope from a linear regression of log(G″(ω)) 466 

w.r.t log(ω) within each regime. 467 
5) G″(ω) power scaling transition frequency, ωγ (Regime III): value of ω at the inflection point of the log-log 468 

derivative ∂log(G″(ω))/∂log(ω) within Regime III. 469 
6) Power scaling law of |G*(ω)|, α (Regimes III and V): log-log slope from a linear regression of log(|G*(ω)|) 470 

w.r.t log(ω) within each regime. 471 
 472 
Sample preparation. Fibrin constructs (Fig. 1) were prepared with human fibrinogen plasminogen-depleted (Enzyme 473 
Research Laboratories, FIB 1) and human α-thrombin (Enzyme Research Laboratories, HT 1002a) in HBS buffer (20 474 
mM HEPES, 135 mM NaCl, 5 mM CaCl2, pH 7.4) at a final concentration of 5 mg/mL fibrinogen and 2 U/mL 475 
thrombin. Fibrinogen and thrombin were separately diluted in HBS buffer to 2× the final concentrations. A volume of 476 
150 µL of each diluted solution was added to a 96-well plate and thoroughly mixed by repeated pipetting. The plate 477 
was sealed with parafilm while the samples were allowed to polymerize at room temperature for 1 hr. Solution of 478 
unpolymerized fibrinogen (Fig. 1e) was prepared in HBS buffer at the same final concentration of 5 mg/mL fibrinogen 479 
with no thrombin. Polystyrene microspheres with diameter of 3 µm (Bangs Laboratories, PC05003) were surface 480 
functionalised with polyethylene glycol (Creative PEGWorks, mPEG-Amine, MW 5k)95 and added to the solution to 481 
provide scattering particles in the absence of the fibrin network structure. 482 

Whole blood clots (Fig. 2) were prepared with patient whole blood samples from the MGH Core Laboratory 483 
(MGH IRB#2017P000419). The fibrinogen content reported by the Core Laboratory was 5.15 mg/mL for high-FIB 484 
and 2.12 mg/mL for low-FIB. Clotting was initiated by adding Kaolin (Sigma-Aldrich, K1512) and CaCl2 to whole 485 
blood at a final concentration of 3 µg/mL Kaolin and 14 mM CaCl2. The clots were prepared in a 96-well plate with 486 
a total volume of 280 µL in each well. The plate was sealed with parafilm while the samples were allowed to clot at 487 
room temperature for 1 hr. 488 

Breast tissues (Fig. 3) were obtained from the MGH Pathology Unit following surgical tumour resection (MGH 489 
IRB#2011P000301). The specimens were stored in phosphate buffer saline at 4 °C and measured fresh within 24 hr 490 
of resection. The specimens were removed from saline, placed on top of saline-soaked gauze in a petri dish, marked 491 
with ink at four corners for subsequent co-registration with histology, and allowed to warm to room temperature. The 492 
specimens were placed on a 2-axis vernier micrometre for wideband SHEARS, where the measurement locations 493 
(arrows in Fig. 3a, c, f) were tracked w.r.t the ink marks. Measurements were taken at room temperature. Following 494 
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the measurement, the specimens were fixed in 10% neutral buffered formalin, paraffin embedded, sectioned, and 495 
stained with H&E. 496 

Bone samples (Fig. 4) were obtained from cross-sections of bovine rib and stored at 4 °C. The specimens were 497 
removed from the refrigerator, placed on top of saline-soaked gauze in a petri dish, marked with ink at four locations 498 
for subsequent co-registration with histology, and allowed to warm to room temperature. Similar to breast tissues, the 499 
wideband SHEARS measurement locations were tracked w.r.t the ink marks via vernier micrometre. Following the 500 
measurement, the specimens were fixed in 10% neutral buffered formalin, decalcified, trimmed around the ink marks, 501 
paraffin embedded, sectioned, and stained with H&E. 502 

 503 
Acknowledgements 504 
The authors thank Brandon C. Matthews for technical assistance with fibrin preparations. The authors also thank Dr 505 
Jie Zhao and team at the Photopathology Core of the Wellman Center for Photomedicine for processing the tissue 506 
specimens for histology. This work was supported in part by grant R01HL142272 (PI: Nadkarni) from the National 507 
Institutes of Health. 508 
 509 
Author Contributions 510 
N.L.: conception of the work; acquisition, analysis, and interpretation of all data; original draft and revision of 511 
manuscript. Z.Z.: acquisition, analysis, and interpretation of fibrin and whole blood data. Z.H.: analysis and 512 
interpretation of breast tissue data. V.B.: interpretation of breast tissue data. S.K.N.: conception of the work; 513 
acquisition, analysis, and interpretation of all data; project supervision; revision of manuscript. All authors reviewed 514 
the manuscript. 515 
 516 
Competing Interests 517 
N.L. and S.K.N are listed as inventors on a U.S. Provisional Patent Application that discloses the SHEARS approach. 518 
The remaining authors declare no competing interests. 519 
 520 
References 521 
1 Ingber, D. E. Mechanobiology and diseases of mechanotransduction. Ann. Med. 35, 564-577 (2003). 522 
2 Discher, D. E., Janmey, P. & Wang, Y. L. Tissue cells feel and respond to the stiffness of their substrate. Science 523 

310, 1139-1143 (2005). 524 
3 Lampi, M. C. & Reinhart-King, C. A. Targeting extracellular matrix stiffness to attenuate disease: From molecular 525 

mechanisms to clinical trials. Sci. Transl. Med. 10, eaao0475 (2018). 526 
4 Wirtz, D., Konstantopoulos, K. & Searson, P. C. The physics of cancer: the role of physical interactions and 527 

mechanical forces in metastasis. Nat. Rev. Cancer 11, 512-522, doi:10.1038/nrc3080 (2011). 528 
5 Yu, H., Mouw, J. K. & Weaver, V. M. Forcing form and function: biomechanical regulation of tumor evolution. 529 

Trends Cell Biol. 21, 47-56 (2011). 530 
6 Nia, H. T., Munn, L. L. & Jain, R. K. Physical traits of cancer. Science 370, eaaz0868 (2020). 531 
7 Nader, E. et al. Blood Rheology: Key Parameters, Impact on Blood Flow, Role in Sickle Cell Disease and Effects 532 

of Exercise. Front. Physiol. 10 (2019). 533 
8 Qiu, Y., Myers, D. R. & Lam, W. A. The biophysics and mechanics of blood from a materials perspective. Nat. 534 

Rev. Mater. 4, 294-311 (2019). 535 
9 Doradla, P. et al. Biomechanical Stress Profiling of Coronary Atherosclerosis: Identifying a Multifactorial Metric 536 

to Evaluate Plaque Rupture Risk. JACC Cardiovasc. Imaging 13, 804-816 (2020). 537 
10 Driscoll, K., Cruz, A. D. & Butcher, J. T. Inflammatory and Biomechanical Drivers of Endothelial-Interstitial 538 

Interactions in Calcific Aortic Valve Disease. Circ. Res. 128, 1344-1370 (2021). 539 
11 Seneviratne, A., Hulsmans, M., Holvoet, P. & Monaco, C. Biomechanical factors and macrophages in plaque 540 

stability. Cardiovasc. Res. 99, 284-293 (2013). 541 
12 Huang, C. & Ogawa, R. Fibroproliferative Disorders and Their Mechanobiology. Connect. Tissue Res. 53, 187-542 

196 (2012). 543 
13 Morgan, E. F., Unnikrisnan, G. U. & Hussein, A. I. Bone Mechanical Properties in Healthy and Diseased States. 544 

Annu. Rev. Biomed. Eng. 20, 119-143 (2018). 545 
14 Paszek, M. J. et al. Tensional homeostasis and the malignant phenotype. Cancer Cell 8, 241-254 (2005). 546 

.CC-BY 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted June 10, 2023. ; https://doi.org/10.1101/2023.06.08.544037doi: bioRxiv preprint 

https://doi.org/10.1101/2023.06.08.544037
http://creativecommons.org/licenses/by/4.0/


14 
 

15 Levental, K. R. et al. Matrix crosslinking forces tumor progression by enhancing integrin signaling. Cell 139, 547 
891-906 (2009). 548 

16 Acerbi, I. et al. Human breast cancer invasion and aggression correlates with ECM stiffening and immune cell 549 
infiltration. Integrative Biology 7, 1120-1134, doi:10.1039/c5ib00040h (2015). 550 

17 Carey, S. P. et al. Local extracellular matrix alignment directs cellular protrusion dynamics and migration through 551 
Rac1 and FAK. Integr. Biol. 8, 821-835 (2016). 552 

18 Labernadie, A. et al. A mechanically active heterotypic E-cadherin/N-cadherin adhesion enables fibroblasts to 553 
drive cancer cell invasion. Nat. Cell Biol. 19, 224-237 (2017). 554 

19 Hernandez, C. J. & van der Meulen, M. C. Understanding Bone Strength Is Not Enough. J. Bone Miner. Res. 32, 555 
1157-1162 (2017). 556 

20 Vennin, S. et al. Intrinsic material property differences in bone tissue from patients suffering low-trauma 557 
osteoporotic fractures, compared to matched non-fracturing women. Bone 97, 233-242 (2017). 558 

21 Weisel, J. W. Structure of fibrin: impact on clot stability. J. Thromb. Haemost. 5, 116-124 (2007). 559 
22 Whiting, D. & DiNardo, J. A. TEG and ROTEM: Technology and clinical applications. Am. J. Hematol. 89, 228-560 

232 (2014). 561 
23 Glaser, K. J., Manduca, A. & Ehman, R. L. Review of MR elastography applications and recent developments. J. 562 

Magn. Reson. Imaging 36, 757-774 (2012). 563 
24 Sigrist, R. M. S., Liau, J., Kaffas, A. E., Chammas, M. C. & Willmann, J. K. Ultrasound Elastography: Review 564 

of Techniques and Clinical Applications. Theranostics 7, 1303-1329 (2017). 565 
25 Ormachea, J. & Parker, K. J. Elastography imaging: the 30 year perspective. Phys. Med. Biol. (2020). 566 
26 Piechocka, I. K., Bacabac, R. G., Potters, M., MacKintosh, F. C. & Koenderink, G. H. Structural Hierarchy 567 

Governs Fibrin Gel Mechanics. Biophys. J. 98, 2281-2289 (2010). 568 
27 Gong, B., Wei, X., Qian, J. & Lin, Y. Modeling and Simulations of the Dynamic Behaviors of Actin-Based 569 

Cytoskeletal Networks. ACS Biomater. Sci. Eng. 5, 3720-3734 (2019). 570 
28 Rizzi, L. G. Physics-Based Computational Approaches to Compute the Viscoelasticity of Semiflexible 571 

Filamentous Biomaterials. Front. Phys. 10 (2022). 572 
29 Chaudhuri, O., Cooper-White, J., Janmey, P. A., Mooney, D. J. & Shenoy, V. B. Effects of extracellular matrix 573 

viscoelasticity on cellular behaviour. Nature 584, 535-546 (2020). 574 
30 Abidine, Y., Giannetti, A., Revilloud, J., Laurent, V. M. & Verdier, C. Viscoelastic Properties in Cancer: From 575 

Cells to Spheroids. Cells 10, 1704 (2021). 576 
31 Corominas-Murtra, B. & Petridou, N. I. Viscoelastic Networks: Forming Cells and Tissues. Front. Phys. 9 (2021). 577 
32 Cameron, A. R., Frith, J. E. & Cooper-White, J. J. The influence of substrate creep on mesenchymal stem cell 578 

behaviour and phenotype. Biomaterials 32, 5979-5993 (2011). 579 
33 Chaudhuri, O. et al. Hydrogels with tunable stress relaxation regulate stem cell fate and activity. Nat. Mater. 15, 580 

326-334 (2016). 581 
34 Charrier, E. E., Pogoda, K., Li, R., Wells, R. G. & Janmey, P. A. Elasticity-dependent response of malignant cells 582 

to viscous dissipation. Biomech. Model Mechanobiol. 20, 145-154 (2021). 583 
35 Shirke, P. U. et al. “Viscotaxis”- directed migration of mesenchymal stem cells in response to loss modulus 584 

gradient. Acta Biomater. 135, 356-367 (2021). 585 
36 Krajina, B. A. et al. Microrheology reveals simultaneous cell-mediated matrix stiffening and fluidization that 586 

underlie breast cancer invasion. Sci. Adv. 7, eabe1969 (2021). 587 
37 Mason, T. G. & Weitz, D. A. Optical Measurements of Frequency-Dependent Linear Viscoelastic Moduli of 588 

Complex Fluids. Phys. Rev. Lett. 74, 1250-1253 (1995). 589 
38 Mason, T. G., Gang, H. & Weitz, D. A. Diffusing-wave-spectroscopy measurements of viscoelasticity of complex 590 

fluids. J. Opt. Soc. Am. A 14, 139-149 (1997). 591 
39 Sarmiento-Gomez, E., Santamaría-Holek, I. & Castillo, R. Mean-Square Displacement of Particles in Slightly 592 

Interconnected Polymer Networks. J. Phys. Chem. B 118, 1146-1158 (2014). 593 
40 Abidine, Y. et al. Physical properties of polyacrylamide gels probed by AFM and rheology. EPL 109, 38003 594 

(2015). 595 
41 Lin, Y., Leartprapun, N. & Adie, S. G. Spectroscopic photonic force optical coherence elastography. Opt. Lett. 596 

44, 4897-4900 (2019). 597 
42 Deng, L. et al. Fast and slow dynamics of the cytoskeleton. Nat. Mater. 5, 636-640 (2006). 598 
43 Fabry, B. et al. Scaling the Microrheology of Living Cells. Phys. Rev. Lett. 87, 148102 (2001). 599 
44 Rigato, A., Miyagi, A., Scheuring, S. & Rico, F. High-frequency microrheology reveals cytoskeleton dynamics 600 

in living cells. Nat. Phys. 13, 771-775 (2017). 601 

.CC-BY 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted June 10, 2023. ; https://doi.org/10.1101/2023.06.08.544037doi: bioRxiv preprint 

https://doi.org/10.1101/2023.06.08.544037
http://creativecommons.org/licenses/by/4.0/


15 
 

45 Staunton, J. R., So, W. Y., Paul, C. D. & Tanner, K. High-frequency microrheology in 3D reveals mismatch 602 
between cytoskeletal and extracellular matrix mechanics. Proc. Natl. Acad. Sci. U.S.A. 116, 14448-14455 (2019). 603 

46 Krajina, B. A. et al. Dynamic Light Scattering Microrheology Reveals Multiscale Viscoelasticity of Polymer Gels 604 
and Precious Biological Materials. ACS Cent. Sci. 3, 1294-1303 (2017). 605 

47 Shin, J. H., Gardel, M. L., Mahadevan, L., Matsudaira, P. & Weitz, D. A. Relating microstructure to rheology of 606 
a bundled and cross-linked F-actin network in vitro. Proc. Natl. Acad. Sci. U.S.A. 101, 9636-9641 (2004). 607 

48 Shayegan, M. & Forde, N. R. Microrheological Characterization of Collagen Systems: From Molecular Solutions 608 
to Fibrillar Gels. PLoS ONE 8, e70590 (2013). 609 

49 Blehm, B. H., Devine, A., Staunton, J. R. & Tanner, K. In vivo tissue has non-linear rheological behavior distinct 610 
from 3D biomimetic hydrogels, as determined by AMOTIV microscopy. Biomaterials 83, 66-78 (2016). 611 

50 Leartprapun, N. & Adie, S. G. Recent advances in optical elastography and emerging opportunities in the basic 612 
sciences and translational medicine [Invited]. Biomed. Opt. Express 14, 208-248 (2023). 613 

51 Wu, P. H. et al. A comparison of methods to assess cell mechanical properties. Nat. Methods 15, 491-498 (2018). 614 
52 Valentine, M. T. et al. Investigating the microenvironments of inhomogeneous soft materials with multiple 615 

particle tracking. Phys. Rev. E 64, 061506 (2001). 616 
53 Wirtz, D. Particle-tracking microrheology of living cells: principles and applications. Annu. Rev. Biophys. 38, 617 

301-326 (2009). 618 
54 Dasgupta, B. R. & Weitz, D. A. Microrheology of cross-linked polyacrylamide networks. Phys. Rev. E Stat. 619 

Nonlin. Soft Matter Phys. 71, 021504 (2005). 620 
55 Brau, R. R. et al. Passive and active microrheology with optical tweezers. J. Opt. A: Pure Appl. Opt. 9, S103-621 

S112 (2007). 622 
56 Kotlarchyk, M. A. et al. Concentration Independent Modulation of Local Micromechanics in a Fibrin Gel. PLoS 623 

ONE 6, e20201 (2011). 624 
57 Leartprapun, N., Iyer, R. R., Untracht, G. R., Mulligan, J. A. & Adie, S. G. Photonic force optical coherence 625 

elastography for three-dimensional mechanical microscopy. Nat. Commun. 9, 2079 (2018). 626 
58 Mulligan, J. A., Untracht, G. R., Chandrasekaran, S., Brown, C. N. & Adie, S. G. Emerging Approaches for High-627 

Resolution Imaging of Tissue Biomechanics With Optical Coherence Elastography. IEEE J. Sel. Top. Quantum 628 
Electron. 22, 246-265, doi:10.1109/jstqe.2015.2481705 (2016). 629 

59 Kennedy, B. F., Wijesinghe, P. & Sampson, D. D. The emergence of optical elastography in biomedicine. Nat. 630 
Photon. 11, 215-221 (2017). 631 

60 Larin, K. V. & Sampson, D. D. Optical coherence elastography - OCT at work in tissue biomechanics. Biomed. 632 
Opt. Express 8, 1172-1202 (2017). 633 

61 Prevedel, R., Diz-Munoz, A., Ruocco, G. & Antonacci, G. Brillouin microscopy: an emerging tool for 634 
mechanobiology. Nat. Methods 16, 969-977 (2019). 635 

62 Hajjarian, Z. & Nadkarni, S. K. Evaluation and Correction for Optical Scattering Variations in Laser Speckle 636 
Rheology of Biological Fluids. PLoS ONE 8, e65014 (2013). 637 

63 Hajjarian, Z. & Nadkarni, S. K. Correction of optical absorption and scattering variations in Laser Speckle 638 
Rheology measurements. Opt. Express. 22, 6349-6361 (2014). 639 

64 Hajjarian, Z. & Nadkarni, S. K. Estimation of particle size variations for laser speckle rheology of materials. Opt. 640 
Lett. 40, 764-767 (2015). 641 

65 Hajjarian, Z. et al. Laser Speckle Rheology for evaluating the viscoelastic properties of hydrogel scaffolds. Sci. 642 
Rep. 6, 37949 (2016). 643 

66 Nadkarni, S. K. et al. Characterization of Atherosclerotic Plaques by Laser Speckle Imaging. Circulation 112, 644 
885-892 (2005). 645 

67 Hajjarian, Z., Tripathi, M. M. & Nadkarni, S. K. Optical Thromboelastography to evaluate whole blood 646 
coagulation. J. Biophotonics 8, 372-381 (2015). 647 

68 Tshikudi, D. M., Tripathi, M. M., Hajjarian, Z., Van Cott, E. M. & Nadkarni, S. K. Optical sensing of 648 
anticoagulation status: Towards point-of-care coagulation testing. PLOS ONE 12, e0182491 (2017). 649 

69 Tripathi, M. M. et al. Comprehensive Blood Coagulation Profiling in Patients Using iCoagLab: Comparison 650 
Against Thromboelastography. Thromb. Haemost. 120, 1116-1127 (2020). 651 

70 Hajjarian, Z., Toussaint, J. D., Guerrero, J. L. & Nadkarni, S. K. In-vivo mechanical characterization of coronary 652 
atherosclerotic plaques in living swine using intravascular laser speckle imaging. Biomed. Opt. Express 12, 2064-653 
2078 (2021). 654 

71 Hajjarian, Z., Brachtel, E. F., Tshikudi, D. M. & Nadkarni, S. K. Mapping Mechanical Properties of the Tumor 655 
Microenvironment by Laser Speckle Rheological Microscopy. Cancer Res. 81, 4874-4885 (2021). 656 

.CC-BY 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted June 10, 2023. ; https://doi.org/10.1101/2023.06.08.544037doi: bioRxiv preprint 

https://doi.org/10.1101/2023.06.08.544037
http://creativecommons.org/licenses/by/4.0/


16 
 

72 Mason, T. G., Ganesan, K., van Zanten, J. H., Wirtz, D. & Kuo, S. C. Particle Tracking Microrheology of Complex 657 
Fluids. Phys. Rev. Lett. 79, 3282-3285 (1997). 658 

73 Mason, T. G. Estimating the viscoelastic moduli of complex fluids using the generalized Stokes–Einstein 659 
equation. Rheol. Acta 39, 371-378 (2000). 660 

74 Dasgupta, B. R., Tee, S. Y., Crocker, J. C., Frisken, B. J. & Weitz, D. A. Microrheology of polyethylene oxide 661 
using diffusing wave spectroscopy and single scattering. Phys. Rev. E 65, 051505 (2002). 662 

75 Doi, M. & Edwards, S. F. The Theory of Polymer Dynamics.  (Clarendon Press, 1988). 663 
76 Morse, D. C. Viscoelasticity of Concentrated Isotropic Solutions of Semiflexible Polymers. 2. Linear Response. 664 

Macromolecules 31, 7044-7067 (1998). 665 
77 Zeng, Z., Fagnon, M., Nallan Chakravarthula, T. & Alves, N. J. Fibrin clot formation under diverse clotting 666 

conditions: Comparing turbidimetry and thromboelastography. Thromb. Res. 187, 48-55 (2020). 667 
78 Blauth, E., Kubitschke, H., Gottheil, P., Grosser, S. & Käs, J. A. Jamming in Embryogenesis and Cancer 668 

Progression. Front. Phys. 9 (2021). 669 
79 Ilina, O. et al. Cell–cell adhesion and 3D matrix confinement determine jamming transitions in breast cancer 670 

invasion. Nat. Cell Biol. 22, 1103-1115 (2020). 671 
80 Park, J. A., Atia, L., Mitchel, J. A., Fredberg, J. J. & Butler, J. P. Collective migration and cell jamming in asthma, 672 

cancer and development. J. Cell. Sci. 129, 3375-3383 (2016). 673 
81 Chin, L., Latham, B., Saunders, C. M., Sampson, D. D. & Kennedy, B. F. Simplifying the assessment of human 674 

breast cancer by mapping a micro-scale heterogeneity index in optical coherence elastography. J. Biophotonics 675 
10, 690-700 (2017). 676 

82 Allen, W. M. et al. Wide-field quantitative micro-elastography of human breast tissue. Biomed. Opt. Express 9, 677 
1082-1096 (2018). 678 

83 Gubarkova, E. V. et al. OCT-elastography-based optical biopsy for breast cancer delineation and express 679 
assessment of morphological/molecular subtypes. Biomed. Opt. Express 10, 2244-2263 (2019). 680 

84 Gubarkova, E. V. et al. Diagnostic Accuracy of Cross-Polarization OCT and OCT-Elastography for 681 
Differentiation of Breast Cancer Subtypes: Comparative Study. Diagnostics 10 (2020). 682 

85 Granke, M., Does, M. D. & Nyman, J. S. The Role of Water Compartments in the Material Properties of Cortical 683 
Bone. Calcif. Tissue Int. 97, 292-307 (2015). 684 

86 Surowiec, R. K., Allen, M. R. & Wallace, J. M. Bone hydration: How we can evaluate it, what can it tell us, and 685 
is it an effective therapeutic target? Bone Rep. 16, 101161 (2022). 686 

87 Buchanan, M., Atakhorrami, M., Palierne, J. F., MacKintosh, F. C. & Schmidt, C. F. High-frequency 687 
microrheology of wormlike micelles. Phys. Rev. E 72, 011504 (2005). 688 

88 Bellour, M., Skouri, M., Munch, J. P. & Hébraud, P. Brownian motion of particles embedded in a solution of 689 
giant micelles. Eur. Phys. J. E 8, 431-436 (2002). 690 

89 Galvan-Miyoshi, J., Delgado, J. & Castillo, R. Diffusing wave spectroscopy in Maxwellian fluids. Eur. Phys. J. 691 
E 26, 369-377 (2008). 692 

90 Maltais-Tariant, R., Boudoux, C. & Uribe-Patarroyo, N. Real-time co-localized OCT surveillance of laser therapy 693 
using motion corrected speckle decorrelation. Biomed. Opt. Express 11, 2925-2950 (2020). 694 

91 Farrell, T. J., Patterson, M. S. & Wilson, B. A diffusion theory model of spatially resolved, steady-state diffuse 695 
reflectance for the noninvasive determination of tissue optical properties in vivo. Med. Phys. 19, 879-888 (1992). 696 

92 Nadkarni, S., Bilenca, A., Bouma, B. E. & Tearney, G. J. Measurement of fibrous cap thickness in atherosclerotic 697 
plaques by spatiotemporal analysis of laser speckle images. J. Biomed. Opt. 11, 021006 (2006). 698 

93 Pine, D. J., Weitz, D. A., Chaikin, P. M. & Herbolzheimer, E. Diffusing wave spectroscopy. Phys. Rev. Lett. 60, 699 
1134-1137 (1988). 700 

94 Berne, B. J. & Pecora, R. Dynamic Light Scattering: With Applications to Chemistry, Biology, and Physics.  701 
(Dover Publications, 2000). 702 

95 Valentine, M. T. et al. Colloid Surface Chemistry Critically Affects Multiple Particle Tracking Measurements of 703 
Biomaterials. Biophys. Journal 86, 4004-4014 (2004). 704 

 705 

.CC-BY 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted June 10, 2023. ; https://doi.org/10.1101/2023.06.08.544037doi: bioRxiv preprint 

https://doi.org/10.1101/2023.06.08.544037
http://creativecommons.org/licenses/by/4.0/

