Zhuang Xiong 
  
Léa Rouquier 
  
Christine Chappard 
  
Manon Bachy 
  
Xingrong Huang 
  
Esther Potier 
  
Thierry Hoc 
  
Dr Morad Bensidhoum 
email: morad.bensidhoum@paris7.jussieu.fr
  
  
A New Microarchitecture-Based Parameter to Predict the Micromechanical Properties of Bone Allografts

Keywords: Bone allografts, microarchitectural parameters, micromechanical parameters, finite element analysis

HAL is

Introduction:

Scaffolds are essential components of bone tissue engineering used either to repair large bone defects or to develop in vitro 3D human bone models [START_REF] De Wildt | From Bone Regeneration to Three-Dimensional in Vitro Models: Tissue Engineering of Organized Bone Extracellular Matrix[END_REF][START_REF] Salati | Agarose-Based Biomaterials: Opportunities and Challenges in Cartilage Tissue Engineering[END_REF]. Ideally, scaffolds for bone tissue engineering should have porosity, bone surface to volume ratio, mechanical behavior, and biocompatibility properties appropriate for the intended clinical application. Ideal scaffolds should also provide support for cell adhesion, blood vessel and nerve growth [START_REF] Bose | Bone Tissue Engineering Using 3D Printing[END_REF]. Although autografts are considered the gold standard for bone grafts, their application is limited due to their restricted availability and associated morbidity [START_REF] Bauer | Bone Graft Materials: An Overview of the Basic Science[END_REF]. Bone allografts and synthetic bone substitutes are the main alternatives to autografts. In clinical practice, bone allografts are widely used due to their accessibility and satisfactory osteoinductive and osteoconductive properties [START_REF] Wang | Bone Grafts and Biomaterials Substitutes for Bone Defect Repair: A Review[END_REF][START_REF] Baldwin | Allograft, and Bone Graft Substitutes: Clinical Evidence and Indications for Use in the Setting of Orthopaedic Trauma Surgery[END_REF]. In addition to their role as space fillers, bone allografts are particularly used when the graft must also play a mechanical role in the reconstruction of bone loss.

The mechanical and structural characteristics of bone allografts closely resemble the in vivo bone tissue from which they are extracted. These characteristics can generally be described at the macroscopic scale (i.e. bone level) and at the microscopic scales (i.e. trabeculae level). While several studies have confirmed that the range of macroscopic strain required for optimal functioning of bone tissue in vivo varies from 0.2% to 0.4% [START_REF] Almer | Internal Strains and Stresses Measured in Cortical Bone via High-Energy X-Ray Diffraction[END_REF], little is known about the local solicitation experienced by the cells within allografts under physiological macroscopic strain. It is admitted that bone cells can perceive the mechanical stimulus of the local environment through the scaffold [START_REF] Wolff | Ueber die innere Architectur der Knochen und ihre Bedeutung für die Frage vom Knochenwachsthum[END_REF]. Furthermore, bone cells involved in the bone remodeling process are mechanosensitive cells whose behavior is influenced both by their biochemical environment and by the local mechanical stimulation [START_REF] Potier | Directing Bone Marrow-Derived Stromal Cell Function with Mechanics[END_REF][START_REF] Hao | Biophysical Stimuli as the Fourth Pillar of Bone Tissue Engineering[END_REF][START_REF] Pereira | Modeling of the Human Bone Environment: Mechanical Stimuli Guide Mesenchymal Stem Cell-Extracellular Matrix Interactions[END_REF][START_REF] Hung | Biophysical Modulation of Mesenchymal Stem Cell Differentiation in the Context of Skeletal Repair[END_REF]. It is therefore important to have a better understanding of the local mechanical environment of allografts as experienced by bone cells.

Many parameters originally developed to describe bone changes in osteoporosis can be used to characterize the microarchitecture of allografts, namely the bone volume fraction (BV/TV), the structure model index (SMI) [START_REF] Hildebrand | Quantification of Bone Microarchitecture with the Structure Model Index[END_REF], the degree of anisotropy (DA) [START_REF] Odgaard | Three-Dimensional Methods for Quantification of Cancellous Bone Architecture[END_REF], and more recently the ellipsoid factor (EF) [START_REF] Doube | The Ellipsoid Factor for Quantification of Rods, Plates, and Intermediate Forms in 3D Geometries[END_REF]. BV/TV is the parameter most correlated with macroscopic mechanical properties, as it measures bone content [START_REF] Nazarian | Bone Volume Fraction Explains the Variation in Strength and Stiffness of Cancellous Bone Affected by Metastatic Cancer and Osteoporosis[END_REF]. DA measures the principal orientation of the substructure and quantifies its spatial distribution. SMI and EF are parameters used to estimate the distribution of plate-like and rod-like structures in the trabecular bone microarchitecture. However, the ability of SMI to describe the microarchitecture has been questioned due to its strong dependence on BV/TV and its potentially negative values [START_REF] Salmon | Structure Model Index Does Not Measure Rods and Plates in Trabecular Bone[END_REF].

The effects of different microarchitectural features of the scaffold on bone cell behavior have been investigated in the literature. It was found out that the local mechanical conditions were modified due to local microarchitectural differences [START_REF] Hemmatian | Alterations in Osteocyte Lacunar Morphology Affect Local Bone Tissue Strains[END_REF]. Similarly, cellular activity and bone-like tissue formation depended on the microarchitecture of the scaffold [19]. The local mechanical environment is generally described by the local strain and stress levels and strain energy density. The influence of microscopic mechanical stimulation on bone cell behavior, in particular the effects of strain level [START_REF] Collins | Clinical Observation of Diminished Bone Quality and Quantity through Longitudinal HR-PQCT-Derived Remodeling and Mechanoregulation[END_REF][START_REF] Perier-Metz | A 3D in Silico Multi-Tissue Evolution Model Highlights the Relevance of Local Strain Accumulation in Bone Fracture Remodeling[END_REF], stress level [START_REF] Metzger | Pressure and Shear Stress in Trabecular Bone Marrow during Whole Bone Loading[END_REF][START_REF] Kang | Synergistic Integration of Mesenchymal Stem Cells and Hydrostatic Pressure in the Expansion and Maintenance of Human Hematopoietic/Progenitor Cells[END_REF], and strain energy density [START_REF] Christen | Bone Remodelling in Humans Is Load-Driven but Not Lazy[END_REF] have already been studied.

The relationship between microarchitecture features and macroscopic mechanical properties of trabecular bone has been extensively studied [START_REF] Wu | Association of Microstructural and Mechanical Properties of Cancellous Bone and Their Fracture Risk Assessment Tool Scores[END_REF][START_REF] Roux | Local and Global Microarchitecture Is Associated with Different Features of Bone Biomechanics[END_REF][START_REF] Prada | Multiscale Stiffness Characterisation of Both Healthy and Osteoporotic Bone Tissue Using Subject-Specific Data[END_REF]. However, to date and to the best of our knowledge, the relationship between the scaffold microarchitecture and the microscopic mechanical environment remains unknown. This knowledge, though, is central to determine the local mechanical stimulation that is actually applied to bone cells when a 3D, complex scaffold such as bone allograft is macroscopically loaded. At this microscale, previous studies [START_REF] Kusins | 3D Strain Analysis of Trabecular Bone within the Osteoarthritic Humeral Head Subjected to Stepwise Compressive Loads[END_REF][START_REF] Yang | Adaptive Changes in Micromechanical Environments of Cancellous and Cortical Bone in Response to in Vivo Loading and Disuse[END_REF] have illustrated that BV/TV, Tb.Sp, and Tb.N microarchitectural parameters were linked to local strain distribution. However, these parameters don't take into account the distribution of plates and rods or their orientation, which can be quantified through the DA, the SMI, and the EF parameters, and that can influence micromechanical properties. As mechanical stimulation can strongly affect cell behavior, filling this gap of knowledge will help better understand cell behavior. Hence a predictive microarchitectural index of the micromechanical loading would be a major asset for scaffold development in bone tissue engineering.

The objective of the present study was, therefore, to investigate the relationship between microarchitectural parameters of bone allografts and the local mechanical properties. Conventional microarchitectural parameters were obtained from Xray computed tomography (micro-CT) images and micromechanical parameters were derived from micro-finite element simulations. The hypothesis underlying this work is that BV/TV alone cannot fully predict micromechanical properties. A combination of microarchitectural parameters reflecting the distribution of plates and rod, as well as their orientation, is required to predict the local mechanical properties experienced by the cells.

Materials and Methods: 1.Experimental design

To evaluate the correlation between microarchitecture features and the micromechanical properties within a scaffold requires a study coupling scaffold imaging and micro-finite element simulations. The scaffold analyzed in the present study is a bone allograft. This choice is related to several elements including i) bone allografts are classically used in the repair of bone defects in clinical practice, ii) bone allografts come from bone banks and are therefore easily accessible for future studies, and iii) bone allografts are harvested from human femoral heads and therefore correspond to a standard trabecular bone tissue microarchitecture. In addition, bone allografts are mineralized tissues that allow the use of X-ray micro-CT imaging at the micrometer scale. The high resolution of the micro-CT images enables both the determination of the scaffold microarchitectural parameters and the implementation of a micro-finite element simulation method. All these experimental and numerical methods applied on a large number of scaffolds (i.e., 29) provide a large amount of data that allows the implementation of a multilinear regression analysis and the emergence of key microarchitectural parameters in the prediction of the micromechanical loading. A detailed experimental design is illustrated in Figure 1.

2.Sample preparation

Twenty-nine bone allografts were obtained from a bone bank (BioBank, 77127 Lieu-saint, France) that collects trabecular bone from femoral heads of human donors. Bone tissue samples were devitalized and defatted using the Supercrit® inactivation process and sterilized by gamma irradiation at 25 kGy [START_REF] Mitton | Effect of a Supercritical CO2 Based Treatment on Mechanical Properties of Human Cancellous Bone[END_REF]. Cylindrical allograft samples (6.9 mm diameter and 10 mm height) were cut from 20*10*10 mm trabecular bone blocks using a trephine in a water bath and then air-dried at room temperature.

X-ray computed tomography analysis and calculation of bone microarchitectural parameters

Three dimensional microarchitectural parameters of each of the twenty-nine samples were obtained from micro-CT. Acquisitions were performed using the core beam Skyscan 1172 micro-CT (Bruker, Kontich, Belgium). The acquisition parameters were set to 40 kV, 100 µA, with a rotation angle of 0.3°, no filter addition, a voxel size of 7.9*7.9*7.9 µm with a frame averaging of 10. The scanned images were reconstructed with NRecon (v. 1.7.1.0, Bruker, Kontich, Belgium) and analyses were performed with CTAn (v. 1.17.7.2, Bruker, Kontich, Belgium) software. To avoid boundary effects, the measurements of microarchitectural parameters were performed on a central, cylindrical volume of 6 mm diameter and 8 mm height. The gray level threshold for bone tissue was obtained using the 3D auto-Otsu algorithm integrated in the CTAn software. In the present study, the following regular bone microarchitectural parameters were determined [START_REF] Chappard | Interindividual and intraspecimen variability of 3-D bone microarchitectural parameters in iliac crest biopsies imaged by conventional microcomputed tomography[END_REF]: bone volume fraction (BV/TV; %), bone surface-to-volume ratio (BS/BV; mm-1), trabecular thickness (Tb.Th; mm), trabecular number (Tb.N; mm-1), trabecular separation (Tb.Sp; mm), structure model index (SMI), and degree of anisotropy (DA). A detailed description of micro-CT as well as the definition of microarchitectural parameters was given in the Supplementary Materials Section 1.

The microarchitecture of trabecular bone is usually compared to a structure composed of plates and rods, which can be characterized using SMI or the ellipsoid factor (EF). The CTAn software was used to calculate SMI, the value of which ranges from 0 to 3 to represent a predominant plate-like and rod-like microarchitecture respectively. The BoneJ extension (BoneJ2) [START_REF] Doube | Free and Extensible Bone Image Analysis in ImageJ[END_REF] in Fiji (v. 1.53) [START_REF] Schindelin | Fiji: An Open-Source Platform for Biological-Image Analysis[END_REF] free software was used to calculate EF, the value of which ranges from -1 to 1 to represent a predominant plate-like and rod-like microarchitecture respectively. The same binarized images were used for both CTAn and BoneJ. The modified formula of DA was used in the present study with a range from 0 to 1, where 0 represents an isotropic structure.

The root mean square coefficient of variation [START_REF] Glüer | Accurate Assessment of Precision Errors: How to Measure the Reproducibility of Bone Densitometry Techniques[END_REF], calculated from 3 different samples scanned 3 times, was used to evaluate the precision of the measurements for all microarchitectural parameters used in the present study.

Micro-finite element meshing

The 3D micro-CT images were used to generate finite element meshes as shown in Figure 2. The meshing process was performed using Avizo® software (v. 2021.1, Berlin, Germany). The 3D images were converted to 8-bits and a 3D median filter of 3 voxels was applied to reduce noise and increase image contrast. Unconnected components were detected using Avizo®'s built-in label analysis method (Figure 2b) and were removed prior to surface generation. The original mesh surface (Figure 2c) was then simplified by the software, as shown in Figure 1d. A preliminary study was conducted specifically for this simplification step in order to maintain a good compromise between model accuracy and computational cost. In the end, the surface mesh was close to 2,000,000 facets and 500,000 nodes for each sample. A detailed description of the procedures for micro-finite element meshing was given in Supplementary Materials Section 2.

Micro-finite element analysis

Tetrahedral meshes were generated and quasi-static uniaxial compression simulations along the z-axis of the cylindrical core were performed using FEBioStudio® software (v. 1.9.0) [START_REF] Maas | Finite Elements for Biomechanics[END_REF]. All samples were subjected to a macroscopic compressive uniaxial strain level of 0.2%, corresponding to the physiological in vivo strain according to the literature [START_REF] Rubin | Regulation of Bone Mass by Mechanical Strain Magnitude[END_REF][START_REF] Ehrlich | Mechanical Strain and Bone Cell Function: A Review[END_REF]. Boundary conditions were defined such that all nodes on the upper surface of the bone core were displaced by 0.016 mm and those on the lower surface were fixed along the core axis. The bone phase was assumed to be an isotropic elastic material with a Young's modulus E equal to 15 GPa and a Poisson's ratio υ set at 0.3 [START_REF] Malandrino | Anisotropic Tissue Elasticity in Human Lumbar Vertebra, by Means of a Coupled Ultrasound-Micromechanics Approach[END_REF][39][START_REF] Ganesh | Multiscale Finite Element Modeling of Mechanical Strains and Fluid Flow in Osteocyte Lacunocanalicular System[END_REF]. A detailed description of micro-finite element analysis was given in Supplemental Materials Section 3. The finite element models used in the present study can be found in the Data Availability Statement section.

Different microscopic, i.e. at the trabeculae scale, mechanical parameters were analyzed. The axial strain and stress in the direction of compression, denoted ε z and σ z , respectively, were extracted from the results of micro-finite element simulations at 0.2% macroscopic strain. The von Mises stress σ e and the strain energy density W e , were also calculated. A custom post-processing code written in Python 3.9 (Python Software Foundation, https://www.python.org/) was developed to calculate these parameters. For each sample, the average values of finite elements for each micromechanical parameter were calculated.

Statistical analysis

For the Pearson's correlation study, the representative sample size was defined assuming an expected correlation of 0.5, a twotailed significance level (α) of 0.05, and a power level (1-β) of 80%. This calculation gave a sample size of twenty-nine (https://wnarifin.github.io/ssc_web.html). Statistical analyses were performed using GraphPad Prism version 9.2.0 for Windows (GraphPad Software, San Diego, California USA, www.graphpad.com). After checking for normal distribution using Shapiro-Wilk tests, Pearson regression coefficients were calculated to assess the correlation between the parameters. Multilinear regression analysis was performed to study the contribution of microarchitectural parameters in predicting the micromechanical parameters. In all cases, p values <0.05 were considered significant.

Results

Trabecular bone microarchitectural parameters

As two software were used to obtain the microarchitectural parameters, the BV/TV and DA values obtained from both CTAn and BoneJ were compared by a linear regression analysis. The BV/TV value of each sample measured by CTAn and BoneJ had a regression correlation coefficient R 2 =0.999; for DA this value was equal to 0.978.

Based on the correlation coefficient, the microarchitectural parameters obtained with CTAn and BoneJ software were considered similar, with the exception of EF which could only be obtained in Bone J. These parameters for all the samples are shown in Figure 3. The measured mean values and standard deviations for the 29 samples were equal to 30.9 ± 6 for BV/TV; 15.5 mm -1 ± 1.8 for BS/BV; 0.2 mm ± 0.02 for Tb.Th; 1.5 mm -1 ± 0.3 for Tb.N; 0.6 mm ± 0.1 for Tb.Sp; -0.4 ± 0.77 for SMI; 0.5 ± 0.1 for DA; and 0.06 ± 0.06 for EF. It should be noted that the precision of the measurements was assessed by calculating the root mean square coefficient of variation (RMSCV; %) for all the microarchitectural parameters and they were less than 5%, except for EF, which had a RMSCV of 20%, and SMI, which had a RMSCV of 50%. All the microarchitectural parameters for individual sample is given in Supplementary Table S1.

Linear regression analyses were performed between all the microarchitectural parameters. The obtained regression coefficients R 2 are shown in Table 1. Values greater than 0.5 are highlighted in gray. Tb.Th was linearly correlated (R 2 =0.81) with BS/BV. Tb.N was linearly correlated with BV/TV (R 2 =0.76). Tb.Sp was also linearly correlated with BV/TV (R 2 =0.76). In addition, SMI was linearly correlated with BV/TV (R 2 =0.83). In the analysis of the present study, DA and EF were found to be not or only weakly linearly correlated with the other parameters extracted from the microarchitecture.

Micromechanical parameters

For each of the 29 samples, numerical micro-finite element simulation allowed the characterization of the mean strain ε z and mean stress σ z in the compression axis, the mean von σ e , and the mean strain energy density W e . All parameters were calculated by averaging all the elements of the meshes and their values are shown in Figure 4. The mean values and standard deviations measured for all the samples were equal to -0.056% ± 0.013 for ε z , -7.7 MPa ± 1.95 for σ z , 9.9 MPa ± 1.66 for σ e , and 0.0043 MPa ± 0.0012 for W e . All the micromechanical parameters for individual sample is given in Supplementary Table S2.

Relationship between microarchitectural and micromechanical parameters

Linear regression analyses were performed between the four micromechanical parameters derived from micro-finite element simulation and different microarchitectural parameters measured with CTAn and BoneJ software. Table 2 shows the obtained linear regression coefficients. The results showed that the microarchitectural parameters most linearly correlated with the mechanical parameters were EF and DA, two parameters related to the constituent distribution of the microarchitecture. However, only W e was linearly correlated with EF with a coefficient greater than 0.5.

DAEF: an index derived to predict micromechanical parameters

Since the two microarchitectural parameters most linearly correlated with the micromechanical parameters were EF and DA, it was assumed that an index derived from a linear combination of these two parameters could be highly linearly correlated with the micromechanical parameters. A multilinear regression analysis was performed for each of the four micromechanical parameters individually. Each micromechanical parameter Y was assumed to be described by the following linear equation:

Y=β 0 +β 1 •DA+β 2 •EF (1) (1) 
(1)

Where β 0 , β 1 and β 2 are constants, and DA, EF the two microarchitectural parameters. These different parameters are given in Table 3 with the slope of the corresponding regression line β 2 /β 1 .

Since the ratios / were in the same range of values for all the micromechanical parameters studied, an average value γ (equal to 1.69) was used to define the composite index of DA and EF, called DAEF:

DAEF=DA+ 1.69• EF (2) 
DAEF index was calculated for all 29 samples. Figure 5 shows the linear correlation between each of the micromechanical parameter investigated in the present study and DA, EF, and the new index DAEF.

Discussion:

In the context of large bone defect repair or bone tissue engineering, micromechanical properties of the scaffold are understudied parameters. However, it is well established that the scaffold plays a key role in the transmission of mechanical loads from the macroscopic to the cellular level. In the present study, microarchitectural parameters such as BV/TV, DA, and EF obtained from micro-CT images and micromechanical parameters such as strain, and stress derived from micro-finite element analysis, as well as their regression relationship were investigated in bone allograft samples. While linear regression analyses showed weak correlations between these two types of parameters, a composite index, called DAEF, derived from a linear combination of the DA and the EF was found to significantly improve the analyzed linear regressions. This index, accessible by micro-CT imaging, allows to predict the local level of strain, stress, and strain energy density of the scaffold.

The values of the microarchitectural parameters of the samples were measured and compared with those reported in the literature. The results obtained in the present study are similar to those previously obtained in human trabecular bone [START_REF] Chappard | Subchondral Bone Micro-Architectural Alterations in Osteoarthritis: A Synchrotron Micro-Computed Tomography Study[END_REF][START_REF] Ryan | Heterogeneous Strain Distribution in the Subchondral Bone of Human Osteoarthritic Femoral Heads, Measured with Digital Volume Correlation[END_REF]. Regarding the correlation between the microarchitectural parameters, the linear correlations depend on many factors such as the sampling site, and the age of the tissue [START_REF] Eckstein | Sex Differences of Human Trabecular Bone Microstructure in Aging Are Site-Dependent[END_REF]. It is therefore difficult to make direct comparison of the linear correlation obtained in the present study with the literature. For the samples used in the present study, it should be noted that the DA and the EF parameters were not or weakly correlated with other microarchitectural parameters, and there was no linear correlation existed between the DA and EF. This result shows that DA and EF are two independent parameters to describe different aspects of the microarchitecture of the scaffold.

To describe the distribution of plates and rods in the microarchitecture of trabecular bone, the SMI is widely used. Based on the variation in surface curvature, it has a theoretical value between 0 and 3 to represent a plate-like or rod-like structure respectively. In the present study and as reported in various other studies [START_REF] Salmon | Structure Model Index Does Not Measure Rods and Plates in Trabecular Bone[END_REF][START_REF] Arlot | Microarchitecture Influences Microdamage Accumulation in Human Vertebral Trabecular Bone[END_REF], the SMI was strongly negatively correlated with BV/TV. Therefore, it is difficult to use this parameter to dissociate the effect of microarchitecture organization from the effect of BV/TV. Furthermore, the measurement of the SMI is based on the assumption that the entire surface of the bone tissue is convex. The negative SMI values obtained in 60% of all the samples analyzed in the present study indicate that the bone surface of the samples is not purely convex. The negative values of SMI have been reported several times in the literature [START_REF] Ito | Effects of Risedronate on Trabecular Microstructure and Biomechanical Properties in Ovariectomized Rat Tibia[END_REF][START_REF] Skedros | Do Regional Modifications in Tissue Mineral Content and Microscopic Mineralization Heterogeneity Adapt Trabecular Bone Tracts for Habitual Bending? Analysis in the Context of Trabecular Architecture of Deer Calcanei[END_REF], which has led to great caution in the direct use of SMI to quantify the distribution of plates and rods. This is especially the case for femoral head sites which are not the primary site of osteoporotic fracture. It is therefore recommended to use EF as a parameter to describe the plate-or rod-like property of scaffolds, which was not influenced by BV/TV and had a better reliability than SMI in the present study.

The micromechanical parameters derived from finite element simulations are quite numerous but are usually performed in order to predict the macroscopic behavior of bone tissue in the elastic domain [START_REF] Homminga | The Dependence of the Elastic Properties of Osteoporotic Cancellous Bone on Volume Fraction and Fabric[END_REF][START_REF] Barak | A Novel Use of 3D Printing Model Demonstrates the Effects of Deteriorated Trabecular Bone Structure on Bone Stiffness and Strength[END_REF][START_REF] Pallua | Characterizing the Mechanical Behavior of Bone and Bone Surrogates in Compression Using PQCT[END_REF], or to predict the damage or fracture features [START_REF] Colombo | A New Finite Element Based Parameter to Predict Bone Fracture[END_REF][START_REF] Mirzaali | Fatigue-Caused Damage in Trabecular Bone from Clinical, Morphological and Mechanical Perspectives[END_REF]. The mean strain, mean stress, and mean strain energy density of a scaffold at the local level have been so far poorly investigated under the macroscopic physiological strain level. Nevertheless, the calculation results of the present study can be compared with literature studies performed in the elastic domain. In particular, the averaged mean strain calculated in our study was four times smaller than the applied macroscopic strain, which is consistent with the literature [START_REF] Perier-Metz | A 3D in Silico Multi-Tissue Evolution Model Highlights the Relevance of Local Strain Accumulation in Bone Fracture Remodeling[END_REF][START_REF] Tassani | Trabecular Fracture Zone Might Not Be the Higher Strain Region of the Trabecular Framework[END_REF]. As bone remodeling is thought to be mechanically governed by variations in the strain energy density, this parameter has been the subject of several studies at the local scale [START_REF] Christen | Bone Remodelling in Humans Is Load-Driven but Not Lazy[END_REF][START_REF] Peyroteo | Load Adaptation through Bone Remodeling: A Mechanobiological Model Coupled with the Finite Element Method[END_REF]. The values obtained in our study are in agreement with the others. This result suggests that a macroscopic strain of 0.2% allows a physiological level of local mechanical stimulation to be achieved.

Numerous studies have been conducted on the relationships between bone microarchitectural parameters and macroscopic mechanical properties, and are summarized in Table 4. In particular, several studies have demonstrated that BV/TV is a strong predictor of elastic modulus and/or yield strength at the macroscopic scale [START_REF] Hildebrand | Quantification of Bone Microarchitecture with the Structure Model Index[END_REF][START_REF] Odgaard | Three-Dimensional Methods for Quantification of Cancellous Bone Architecture[END_REF]19,39,[START_REF] Arlot | Microarchitecture Influences Microdamage Accumulation in Human Vertebral Trabecular Bone[END_REF][START_REF] Ito | Effects of Risedronate on Trabecular Microstructure and Biomechanical Properties in Ovariectomized Rat Tibia[END_REF][START_REF] Homminga | The Dependence of the Elastic Properties of Osteoporotic Cancellous Bone on Volume Fraction and Fabric[END_REF][START_REF] Mirzaali | Fatigue-Caused Damage in Trabecular Bone from Clinical, Morphological and Mechanical Perspectives[END_REF][START_REF] Nikodem | Correlations between structural and mechanical properties of human trabecular femur bone[END_REF][START_REF] Hunt | Altered Tissue Composition, Microarchitecture, and Mechanical Performance in Cancellous Bone From Men With Type 2 Diabetes Mellitus[END_REF]. In contrast, studies investigating the relationship between microarchitectural and micromechanical parameters remain limited. Recently, with the development of 3D full-filed strain techniques, BV/TV, Tb.Sp, and Tb.N have been related to the local strain distribution for human humeral head or mouse tibia samples [START_REF] Kusins | 3D Strain Analysis of Trabecular Bone within the Osteoarthritic Humeral Head Subjected to Stepwise Compressive Loads[END_REF][START_REF] Yang | Adaptive Changes in Micromechanical Environments of Cancellous and Cortical Bone in Response to in Vivo Loading and Disuse[END_REF]. In the present study, the microarchitectural parameters DA and EF showed a stronger correlation with the micromechanical parameters than BV/TV, although the linear regression coefficient was rather low. According to the mathematical definition of these two parameters, the correlation result suggests that a more rod-like structure or a less isotropic structure leads to an overloaded mechanical environment. A linear combination of DA and EF, associating the shape of the trabeculae and the anisotropy of the microarchitecture, allowed the definition of a new index, the DAEF. The high linear regression coefficient obtained with the micromechanical parameters and this index reported in our study shows a good predictive quality of the DAEF. Therefore this index can be used as a method to quantify the influence of the microarchitecture of allografts on their micromechanical properties.

The present study has several limitations. The first limitation concerns the mechanical behavior of the material which was defined as homogeneous, linear, elastic, and isotropic. The heterogeneity of the local mechanical properties of the material was not taken into account in order to limit this study to the effect of different microarchitectures. Although it has been found in the literature that the model heterogeneity does not affect the macroscopic mechanical properties of the bone [56], the effect at the local scale remains unknown. A study will be performed in the future to quantify the effect of this heterogeneity on the predictive nature of the index DAEF, using an elastic modulus whose value varies according to the gray level variation observed within the scaffold structure using micro-CT. The second limitation of the present study lies in the parameters used to describe the local mechanical environment. The average values over the entire scaffold derived from micro-finite element simulation were used. Although these parameters are able to reflect the overall level of mechanical stimulation in the microarchitecture at the local level, the stimulation information at the single cell level was not reflected. Furthermore, at the cellular level, the characteristics of the mechanical stimulation, in particular the areas of tension and compression, should be considered differently as they lead to different cellular behaviors. Finally, the samples used in this study are allografts from a bone bank without specific orientation. They were taken from human femoral heads and processed to remove living tissue. Although the predictive character of the DAEF index is currently limited to this type of specimen, it could easily be adapted to bone tissue from other pathological or non-pathological harvesting sites or to other biomaterials.

In conclusion, the present study proposes a new DAEF index that combines the two microarchitecture parameters DA and EF to predict the micromechanical properties of trabecular bone. Hence, for the first time, the DAEF index obtained in the present study provides a predictive tool of micromechanical properties of bone allografts and allows to determine the influence of the microarchitecture on the loading experienced by the cells. The DAEF is strongly correlated with the micromechanical parameters calculated using micro-finite element simulations. It may therefore be a useful tool for optimizing scaffolds for the repair of large bone defects or for developing in vitro 3D bone models where local mechanical properties are key elements. To further validate the relationship found in the current study, a heterogeneous material model will be developed in the near future to account for the tissue mechanical properties of individual trabeculae. In addition, the same procedures could be used to study the influence of different pathological microarchitectures on the local mechanical properties such as osteoporotic bone which remains a major challenge. Step 1) Cylindrical samples (10 mm-height and 6.9 mm-diameter) were extracted from commercial cubic blocks obtained from a bone bank; Step 2) Cylindrical samples were scanned with micro-CT and 3D images were reconstructed; Step 3) A cylindrical region of interest (8 mm-height and 6 mm height) was selected for each sample, and the threshold of gray levels were calculated to binarize images; Step 4) For each sample, microarchitectural parameters were measured using CTAn software, except for EF that was measured using Fiji software; Step 5) Micro-finite element meshes were generated for the region of interest for each sample using Avizo software; Step 6) Micro-finite element analysis was performed for each sample under 0.016 mm displacement, corresponding to a 0.2% uniaxial compressive strain, using FEBioStudio software; Step 7) For each sample, micromechanical parameters were calculated as the averaged values of all the micro-finite elements; Step 8) The relationship between the microarchitectural and micromechanical parameters in Step 4 and Step 7, respectively, were studied. 
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 1 Figure 1: Methods overview: Step 1) Cylindrical samples (10 mm-height and 6.9 mm-diameter) were extracted from commercial cubic
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 2 Figure 2: Finite element meshing process performed in Avizo®: a) filtered image; b) binarization and removal of unconnected component; c) originally generated meshed surface; d) simplified meshed surface.

Figure 3 :

 3 Figure 3: Box-whisker plots of microarchitectural parameters derived from CTAn except for EF derived from Bone J: A) Bone volume fraction (BV/TV), B) Bone surface-to-volume ratio (BS/BV), C) Trabecular thickness (Tb.Th), D) Trabecular number (Tb.N), E) Trabecular separation (Tb.Sp), F) Structure model index (SMI), G) Degree of anisotropy (DA), H) Ellipsoid factor (EF). Box center lines, bounds of boxes and whiskers indicate median, first and third quartiles and minima and maxima within a 1.5 times interquartile range (IQR), respectively, points in the graph are outliers, N=29.

Figure 4 :

 4 Figure 4: Box-whisker plots of microarchitectural parameters derived from micro-finite element calculations : (A) Mean axial strain (εz) (B) Mean axial stress (σz); (C) Mean von Mises stress (σe) ; (D) Mean strain energy density (We). Box center lines, bounds of boxes and whiskers indicate median, first and third quartiles and minima and maxima within a 1.5 times interquartile range (IQR), respectively, points in the graph are outliers, N=29.

Figure 5 :

 5 Figure 5: Linear regression plots between micromechanical parameters and Ellipsoid factor (column 1), Degree of anisotropy (column 2) and DAEF (column 3) for the 29 samples: A) εz-EF, B) εz-DA, C) εz-DAEF, D) σz -EF, E) σz -DA, F) σz -DAEF, G) σe -EF, H) σe-DA, I) σe-DAEF, J) We-EF, K) We-DA, L) We-DAEF

Table 1 :

 1 Linear regression analysis performed between the different parameters derived from microarchitecture. The regression coefficients R 2 of each linear regression are reported. The values greater than 0.5 are highlighted in grey.

	Tb.N (mm -1 )	Tb.Sp (mm)	SMI	DA	EF

Table 2 :

 2 R 2 values obtained between microarchitectural parameters and micromechanical parameters. Microarchitectural parameters are ranked from most linearly correlated to least correlated.

		𝛽 0	𝛽 1	𝛽 2	𝛽 2 /𝛽 1
	εz	-0.016	-0.067	-0.117	1.74
	σz	-1.3	-10.6	-17.3	1.63
	σe	4.3	9.4	14.0	1.49
	We	0.0009	0.0054	0.0120	2.29
	1				

Table 3 :

 3 Multilinear regression coefficients obtained for different micromechanical parameters
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