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ABSTRACT

Bone, a mineralized connective tissue that is highly dynam-
ic, complex and vascularized, is unlike other tissues; when 
injured, such tissue does not form scar; instead, it heals and 
remodels throughout life. However, bone has limited regenera-
tive capacity; bone can only repair itself when the injury is not 
extensive. When the defect is too large, bone may not be able 
to repair itself without treatment. In this review, we discuss the 
biology and physiology of bone and bone healing.

ABSTRAK

Tulang, jaringan ikat termineralisasi yang sangat dinamis, 
kompleks, dan tervaskularisasi, tidak memiliki sifat seperti ja-
ringan lainnya; ketika mengalami cedera, tulang tidak mem-
bentuk jaringan parut, namun sembuh dan mengalami pem-
bentukan kembali (remodeling) sepanjang hidup. Meskipun 
demikian, tulang memiliki kapasitas regenerasi yang terba-
tas; tulang hanya dapat memperbaiki diri ketika cedera tidak 
bersifat ekstensif. Ketika defek terlalu besar, tulang kemungki-
nan tidak mampu memperbaiki diri tanpa tatalaksana. Pada 
review ini, kami mendiskusikan biologi dan fisiologi tulang 
dan penyembuhan tulang.
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INTRODUCTION

Bone is a mineralized connective tissue that is highly dy-
namic, complex and vascularized.1–3 Unlike other tissues, 
when injured, bone does not form scar4; instead, it heals 
and remodels throughout life.1 However, the regenera-
tive capacity of bone is limited. Several circumstances 
including necrosis, traumatic injury, pathological frac-
ture, osteoporotic conditions, malignancies (e.g., osteo-
sarcoma), and prior implant failures, may cause severe 
damage, or a large enough defect that proper repair of 
bone is not possible.5–7 In other words, bone can only re-
pair itself when the injury is not extensive.6,8 Large bony 
defects, also referred to as critical-sized bone defects 
(CSBDs), remain a great challenge for orthopaedic sur-
geons as bone cannot heal by itself naturally when such 
conditions are present.4,9 These defects should be filled 
by means of bone grafts, which could be retrieved either 
from the patients themselves (autograft) or from a donor 
(allograft), or bone tissue substitutes.10,11 However, au-
tologous and allogeneic bone grafts have several draw-
backs, such as donor-site morbidity and rejection issues, 
respectively, whereas bone substitutes often fail to pro-
vide a desired clinical outcome. This indicates the need 
for a new effective therapy.

When considering treatment modalities for CSBDs, the 
mechanism of bone formation should be taken into con-
sideration. The bone could regenerate by three mecha-
nisms: by providing a scaffold or matrix that stimulates 
bone cells to grow on its surface (osteoconduction), 
inducing mesenchymal stem cells (MSCs) from sur-
rounding tissues to differentiate into bone cells (oste-
oinduction), and providing living osteoprogenitor cells 
(osteogenesis).12–15 

Osteogenicity can be artificially recreated by pre-seeding 
osteogenic cells onto the material before implantation; 
whereas, osteoinductivity requires the construct to be 
able to induce cell differentiation and therefore, is more 
difficult to re-create.16 In this review, we elaborate the 
biology and physiology of bone and bone healing.

Bone composition

Bone performs several important functions in the body, 
such as providing a framework for attachment of muscles 
and other tissues; enabling body movements; providing 
protection of internal organs from injury; in addition to 
the production of blood cells; calcium homeostasis; and 

acid/base buffering.17 This mineralized dense connec-
tive tissue consists mainly of inorganic and organic ma-
trices. The inorganic bone matrix accounts for 99% of the 
body's storage of calcium, 85% of the phosphorus, and 
40 to 60% of the magnesium and sodium stores. Inorgan-
ic matrix predominantly consists of hydroxyapatite, in 
which its crystals are embedded between individual col-
lagen molecules.18,19 This matrix provides the majority of 
bone strength, stiffness, and resistance to a compressive 
force. Removal of the inorganic matrix will result in soft, 
malleable, and spongy bone; an example is osteomalacia 
or rickets secondary to vitamin D deficiency.19

The organic matrix, which is secreted by osteoblasts, is 
predominantly composed of type I collagen (90%) with 
less type III collagen.18 Other than collagen, this matrix 
also contains proteoglycans, glycoproteins, and growth 
factors.19 One of the most critical components of bone 
matrix is the BMPs, which are described in 1965 by 
Urist.20 BMPs are members of the TGF-β superfamily; 
there are 20 known to exist.  These proteins have criti-
cal osteoinductive properties in postnatal bone formation 
and healing.19 BMPs, together with other transforming 
growth factor (TGF)-β family factors, interleukin (IL)-
1, IL-6, osteocalcin, osteonectin, and bone sialoprotein 
play critical roles in the osteogenesis, mineralization, 
and remodeling of bone. Organic matrix gives bone its 
form and provides resistance to tensile forces.19

Bone development

Embryonic bone formation occurs only by two common 
routes: intramembranous and endochondral ossifica-
tion18,21,22 Both types of formation mirror the two types of 
bone healing that occurs in adults; therefore, it is critical 
to understand both processes.

The first type, intramembranous ossification, occurs 
when MSCs directly differentiate into osteoblasts, which 
further lay down the mineralized matrix.18,22 As osteopro-
genitor cells directly differentiate into osteoblasts, there 
is no cartilage intermediary phase, thereby no callus is 
formed.19,23 This process occurs during flat bone forma-
tion, primary bone healing, and distraction osteogenesis 
(DO) process.19

Endochondral ossification occurs via a cartilaginous in-
termediate that is eventually replaced by bone.21 This 
mechanism is the main process involved in long bone 
formation and is also an essential process in longitudinal 



growth of long bones at the physeal plate and in the natu-
ral bone healing cascade. This ossification begins with 
chondrocytes proliferating into a hyaline cartilage frame-
work with four distinct zones: the resting, proliferative, 
zone 3, and calcification zone. The resting zone is fur-
thest from the site of bone formation and contains nor-
mal chondrocytes. As the chondrocytes actively replicate 
themselves in the proliferative zone, they subsequently 
enlarge in the hypertrophic zone and release alkaline 
phosphatase, which eventually results in chondrocyte 
apoptosis and release of angiogenic factors including 
VEGF. The zone of dead chondrocytes (calcification 
zone) creates a barren matrix that promotes capillary in-
growth and migration of osteoprogenitor cells. The os-
teoprogenitor cells then differentiate into osteoblasts and 
produce bone.19

The process of bone healing

The process of bone healing is a complex biological 
process consisting of inflammatory, reparative, and re-
modeling phases that involves many intracellular sign-
aling pathways.8 Unlike other tissues, bone injuries and 
fractures heal without scar formation.24 However, despite 
its self-repair ability, bone has limited capacity. In cases 
where large and massive bone defects occur, self-regen-
eration of bone often fails. These conditions often result 
from necrosis, congenital deformities, degenerative dis-
ease, pathological fractures, and fractures resulting from 
high-energy trauma.8,17,18,24 When this healing process 
fails, several complications including malunions, de-
layed unions, nonunions, and osteomyelitis could devel-
op, and these may impair a patient’s quality of life. 

In the inflammatory phase, a fracture leads to rupture 
of blood vessels inside bone and in the surrounding soft 
tissues, thereby initiating inflammatory cascade and pro-
moting the healing process. Subsequently, soft tissues 
adjacent to the fracture become acutely inflamed, which 
characterized by vasodilatation and exudation of plasma 
and leukocytes. The ends of the broken bones die-off to a 
variable distance from the fracture depending on the de-
gree of trauma, and within the fracture gap, fibrinogen is 
converted into fibrin, leading to the formation of hema-
toma.25 This phase is regulated by numerous growth fac-
tors, including TGF-β, FGF, PDGF, IGF-1, ILs, VEGF, 
and BMPs. These factors, released during bone healing 
process, help MSCs to migrate, be recruited, and prolif-
erate into osteoblasts, chondrocytes, adipocytes, and en-
dothelial cells.25,26 The inflammatory phase results in the 

formation of a primitive callus, which is further organ-
ized during the proliferative, or fibroplasia, phase. Dur-
ing the proliferative phase, a periosteal response occurs; 
therefore, the primitive callus is replaced by woven bone 
through intramembranous or endochondral ossification. 
During the final phase of bone repair, the immature bone 
becomes lamellar bone. This process consists of miner-
alized callus replacement with mature mineralized bone 
and bone remodeling back to its original shape and size. 
The end product of bone repair is an area of bone that has 
biomechanical property similar to its pre-injured state.26

Current limitations of available therapy

Numerous treatment modalities for regenerating bone 
provide relatively satisfactory results; however, they are 
often limited with various drawbacks and limitations. 
Moreover, most of the available bone substitutes have 
inferior biological or mechanical properties. This neces-
sitates the development of new treatments for regenerat-
ing bone to overcome these limitations.27

Currently, the gold standard and the most effective method 
for treating bone defects is autologous bone graft (ABG), 
as it has all the characteristics necessary for the growth 
of new bone: osteoconduction, osteoinduction, and os-
teogenesis.4,24,28–31 Furthermore, such graft has already 
been studied extensively32, and some studies showed 
that it is histocompatible and non-immunogenic, as it is 
derived from the patient’s own tissue.27,33,34 Moreover, a 
study by Mazock et al33 and Jakse et al34 indicated that 
autologous bone graft provides an ideal environment for 
new blood vessel formation. However, it is not without 
drawbacks. To treat a large bone defect, a considerable 
portion of bone should be grafted from other parts of the 
body, creating inevitable donor-site morbidity.4 Further, 
a study by Oryan et al24 showed that the harvesting pro-
cess is also fraught with risk of major vessel or visceral 
injuries. Moreover, such graft is associated with pain, 
the need to undergo two operative procedures, a limited 
availability35,36, and uncontrollable resorption rates.37,38 
These pitfalls have attracted investigators to develop al-
ternative treatments for CSBDs that could overcome the 
limitations of autogenous bone graft.36 One alternative is 
homogenous or allograft, which is a graft derived from 
human cadavers or living donors.2,27 It is the second most 
common type of graft used nowadays, and it is widely 
available as a bone source due to its availability in bone 
banks.2 Moreover, it is relatively inexpensive26, and Lu et 
al39 stated that it provides a good, natural and bony scaf-

32Insights in biology and physiology of bone and bone healing in critical-sized bone defects: A brief review



fold. Moreover, unlike autogenous bone graft, allogenous 
bone graft is not associated with donor-site morbidity or 
prolonged surgery in the harvesting process of autog-
enous bone graft. Allogenous bone grafts are available 
in numerous preparations, such as demineralized bone 
matrix (DBM), morcellised and cancellous chips, corti-
cocancellous and cortical grafts, and osteochondral and 
whole-bone segments, depending on the recipient site 
requirements. Such grafts also have drawbacks; despite 
various biological properties, Dimitriou et al27 and Cam-
pana et al40 showed that allogenous bone grafts generally 
possess weak osteoinductive properties (some grafts, 
depending on their processing, may still have growth 
factors) and no cellular component, as donor grafts are 
devitalized via irradiation or freeze-drying processing. 
They are also associated with the risk of infection due 
to sterilization-associated toxicities41, disease transmis-
sion42, as well as variable host immune responses (e.g. 
rejection).43 Another type of bone graft is heterogeneous 
or xenograft, which is a graft harvested from an animal 
donor, such as bovine bone. This type of graft needs to be 
sterilized, and its protein has to be deactivated, leaving 
only its mineral matrix.2 Diker et al44 stated that the use 
of xenograft provides bone formation and vasculariza-
tion. However, such graft carries the risks of transmis-
sion of zoonotic diseases; moreover, humans tend to re-
ject this graft more likely and aggressively.24 Despite all 
the advantages of CSBD therapy, both homogenous and 
heterogenous grafts have only osteoconductive proper-
ties; therefore, they are often combined with the patient’s 
own MSCs or growth factors. This means that osteogen-
ic, such as bone marrow aspirate, or osteoinductive com-
pounds as BMPs or platelet-rich plasma (PRP) must also 
be used in the procedures2, making the procedure not at 
ease. Moreover, Osugi et al32 found that both grafts are 
difficult to shape into the desired shapes. 

Alternatively, studies have been focusing on finding saf-
er, less expensive and easier to use synthetic bone grafts. 
However, despite the new emerging bone grafting substi-
tutes in recent years, there is no single ideal replacement 
grafting material.45 Such substitutes can be developed 
from biomaterials such as hydroxyapatite (HA), tricalci-
um phosphate (TCP), biphasic calcium phosphate bioac-
tive glass, ceramics, inorganic and organic matrices (e.g., 
deproteinized bovine bone46 and demineralized bone 
collagen47), and synthetic polymers.2,48 These grafts are 
available in order to limit the drawbacks of autogenous 
bone, which include donor site morbidity, limited source, 
and prolonged surgery.48 Despite their unlimited avail-

able volume, some studies found that these types of graft 
often lack sufficient osteoinductive and osteogenic prop-
erties while providing not always optimal osteoconduc-
tive matrix, resorption times, and biomechanical assets, 
especially for the treatment of CSBDs.2,49,50,39 Moreover, 
these materials also bring a risk of infection.32

In situations in which osteoconduction is not the primary 
concern, but osteoinduction is required, BMPs are avail-
able.51 These proteins are potent recombinant osteoin-
ductive proteins that can induce bone formation, even at 
ectopic locations.52,53 Despite having great osteoinduc-
tive properties, Osugi et al32 and Kawasaki et al54 found 
that super-physiological doses of BMPs are required to 
be used for bone regeneration. This may induce severe 
inflammatory responses and excessive bone formation, 
making the use of it restricted to certain situations.55–58 

Moreover, due to the high doses needed for its clinical 
use, the costs of such treatment is expensive. Due to 
these reasons, great efforts are being made to search for 
alternative treatments or ways to reduce the amounts of 
BMPs needed. 

Ossification type Endochondral 
ossification

In t ramembra-
nous ossification

Process Formation 
through a carti-
laginous phase

Direct bone 
formation

Location Embryogenesis 
of long bones

Embryogenesis 
of flat bones

Longitudinal 
bone growth

Growth of flat 
bones

Fracture healing Fracture healing
Predominant 
process dur-
ing distraction 
osteogenesis

The role of mesenchymal stem cells in bone healing

A stem cell is an unspecialized cell from various organs 
and tissues that have the ability to proliferate and dif-
ferentiate into several lineages. Due to its proliferative 
capacity, stem cell is suitable for various diseases.59,60 In 
fact, it has been considered as the main cell source for 
bone regeneration. Stem cell-based approach for bone 
repair largely emulates autologous bone grafting, which 

Table 1. Comparison of endochondral and intramembranous 
ossification
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provides osteogenic cells as well as key osteogenic and 
angiogenic growth factors and templates to recruit host 
cells that actively lay down bone matrix and vascularize 
the bone construct.4

Generally, two types of stem cells exist, which are em-
bryonic stem cells (ESCs) and adult stem cells. The 
use of ESCs, which are derived from embryonic or fe-
tal tissues, has many ethical issues, whereas the use of 

Treatment methods Properties Advantages Disadvantages
Autogenous bone graft Osteoconductive, osteoin-

ductive, osteogenic
Has been studied exten-
sively
Carries no risk of immu-
nologic reaction or disease 
transmission
Provides an ideal environ-
ment for new blood vessel 
formation

Donor-site morbidity
Painful
Prolonged surgery
Limited availability 
Uncontrollable resorption 
rates

Allogenous bone graft Osteoconductive and oste-
oinductive

Wide availability
Provides a good, natural, 
and bony scaffold

Lack of osteogenic prop-
erties
Fraught with risk of infec-
tion sterilisation-associat-
ed toxicities and disease 
transmission
Variable host immune 
responses (e.g. rejection) 
Costly

Xenograft Osteoconductive and oste-
oinductive

Low cost
High availability

Lack of osteogenic prop-
erties
Risk of immunogenicity
Risk of transmission of 
infectious and zoonotic 
diseases
Poor outcome

Synthetic bone graft Osteoconductive Unlimited availability
Circumvent donor site 
morbidity and additional 
surgical time and costs

Lack of sufficient oste-
oinductive and osteogenic 
properties
The osteoconductive prop-
erty is not always optimal

Bone morphogenetic 
protein

Osteoinductive Able to promote bone 
formation, even at ectopic 
locations

Require very high doses to 
regenerate bone
May induce severe inflam-
matory responses and 
excessive bone formation
Very high cost

Table 2. Comparison of current available therapy for CSBD
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the adult ones is generally well accepted by society. An 
adult stem cell is an undifferentiated cell found in vari-

ous tissues, which has self-renewal capacity and ability 
to differentiate into specialized cell types. Their progeny 



include both new stem cells and committed progenitors 
with limited differentiation potential. These progenitor 
cells, in turn, give rise to more specialized cell types.60 

Given their multipotentiality, adult stem cells serve as 
internal repair system in many tissues. When stem cells 
divide, they uniquely have the ability to divide to make 
more stem cells, a property known as "self-renewal", and 
the ability to produce more differentiated progeny.59,61 

Compared to differentiated cells, stem cells proliferate 
and regenerate better.60 However, MSCs have disadvan-
tages of limited availability and proliferation, a decrease 
in regenerative properties with extended expansion62 and 
the increasing age of an individual.63 These factors limit 
the use of autologous MSCs in older population who 
represent a major portion of patients in need of bone re-
placement.4

In order for bone to regenerate, specific MSCs have to 
be recruited, proliferate and differentiate into osteoblasts 
and chondrocytes.64 This regeneration process involves 
osteogenesis and angiogenesis, and it is of utmost impor-
tance, particularly for difficult nonunion fractures caused 
by trauma, ischemia, etc.65,66 This process is initiated by 
MSCs with the formation of soft and hard calluses.65 
MSCs can migrate to the injured sites and facilitate bone 
regeneration, but the fundamental mechanisms beyond 
this process remain unclear. The ability of MSCs to form 
bone cell have led them to be used in regenerative medi-
cine for bone repair.26,65

In CSBD, nonunion would occur if one of the three 
reasons below happen: (1) MSC does not migrate into 
the defect site, (2) the number of osteoblast progenitor 
cells in CSBD is insufficient, and (3) MSC fails to dif-
ferentiate into osteoblasts. As the first step of the chain 
in the treatment of non-unions, many investigators have 
attempted to recruit MSCs to the defect site. The exact 
mechanism of MSC homing to the injured area remains 
unclear; however, chemotactic factors released at the de-
fect site must play an essential role in MSC homing and 
recruitment.65

Initially, it was thought that MSC treatment of muscu-
loskeletal injuries was due to their multipotentiality.67–69 
In particular, it is generally assumed that when implant-
ing MSCs, the cells would colonize and differentiate into 
various lineages at the injured area, thereby replacing 
cells in such site and eventually leading to tissue regen-
eration.70,71 However, studies have found that MSCs only 
live for a short period of time and their engraftment has 

remained surprisingly low.72–76 Due to this reason, it is 
suggested that MSCs mainly act by providing regenera-
tive microenvironment (paracrine signaling) by means 
of activating or empowering other local cells to facili-
tate tissue regeneration, rather than direct incorporation 
into the injured site. In this mechanism, specific bioac-
tive factors exerting beneficial effects on the surround-
ing cells and tissues were secreted.59,66,77–79 This proposed 
theory regarding paracrine stimulation is supported by 
preclinical studies which demonstrated numerous cells 
to respond to paracrine signaling from MSC resulting in 
several cellular responses, including survival, prolifera-
tion, migration and gene expression.80

CONCLUSION

Fundamental knowledge regarding the biology and 
physiology of bone and bone healing is important to be 
understood. More comprehensive reviews are required 
to provide a detailed picture of the complex biological 
pathways through which bone is regenerated.
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