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Context-specific protection of TGFα 
null mice from osteoarthritis
Shirine E. Usmani1, Veronica Ulici1, Michael A. Pest1, Tracy L. Hill2, Ian D. Welch2 & 
Frank Beier1

Transforming growth factor alpha (TGFα) is a growth factor involved in osteoarthritis (OA). TGFα 
induces an OA-like phenotype in articular chondrocytes, by inhibiting matrix synthesis and promoting 
catabolic factor expression. To better understand TGFα’s potential as a therapeutic target, we 
employed two in vivo OA models: (1) post-traumatic and (2) aging related OA. Ten-week old and six-
month old male Tgfa null mice and their heterozygous (control) littermates underwent destabilization 
of the medial meniscus (DMM) surgery. Disease progression was assessed histologically using the 
Osteoarthritis Research Society International (OARSI) scoring system. As well, spontaneous disease 
progression was analyzed in eighteen-month-old Tgfa null and heterozygous mice. Ten-week old 
Tgfa null mice were protected from OA progression at both seven and fourteen weeks post-surgery. 
No protection was seen however in six-month old null mice after DMM surgery, and no differences 
were observed between genotypes in the aging model. Thus, young Tgfa null mice are protected from 
OA progression in the DMM model, while older mice are not. In addition, Tgfa null mice are equally 
susceptible to spontaneous OA development during aging. Thus, TGFα might be a valuable therapeutic 
target in some post-traumatic forms of OA, however its role in idiopathic disease is less clear.

Osteoarthritis (OA) is the most prevalent joint disease and the most common cause of physical disability in 
western society. Patients with OA experience joint pain and impaired function that will ultimately affect their 
ability to work and their quality of life1,2. Currently there are no treatment options that prevent, cure, or alter the 
disease course. Rather, therapeutic options are limited to symptom management3. The financial consequences of 
managing OA are immense and relate to symptomatic treatment, joint replacement surgeries, and work lost to 
disability4,5. Current estimates suggest that developed nations spend approximately one to two percent of their 
gross domestic product on OA and other rheumatic diseases6. Furthermore, due to high rates of obesity and the 
aging population, the incidence of OA is only expected to rise in the coming years7. Consequently the identifi-
cation of good therapeutic targets for the development of disease modifying osteoarthritic drugs (DMOADs) is 
urgently needed.

The defining feature of OA is the degeneration of articular cartilage – the tissue that covers the ends of diar-
throdial joints and enables their smooth, wear-resistant movements. Articular cartilage consists of an extracellu-
lar matrix rich in type II collagen and proteoglycans and is designed to absorb and disperse the forces experienced 
during joint loading8. The extracellular matrix is sparsely populated by chondrocytes that are responsible for syn-
thesizing the matrix and regulating its turnover9. A number of growth factors, cytokines, and catabolic enzymes 
are involved in normal cartilage metabolism as well as in OA10. As of yet however, no drugs aimed at these ther-
apeutic targets have been successful in preventing, stopping or reversing the disease process in clinical trials11.

While the exact etiology of OA remains unclear, numerous risk factors have been identified12,13. Two of the 
most significant are joint injury and advanced age. It has been well established that a history of joint injury is a 
major risk factor for the development of OA14. Causes of post-traumatic OA include intra-articular fractures, 
ligament tears, meniscal injuries, and cartilage micro-trauma15. In the United States, meniscal injuries represent 
the highest proportion of all intra-articular injuries16. Menisci help nourish and lubricate the articular cartilage, 
act as shock absorbers, and transmit over half of the total axial load applied to the knee joint16. Studies have indi-
cated that individuals with ligamentous or meniscal injuries increase their risk of developing OA by ten-fold15,17.

In addition to injury, advancing age is another major risk factor for OA. It is unusual to find individuals over 
the age of sixty-five to seventy without radiographic evidence of OA18. Several theories have been developed 
to describe the link between aging and OA, although there is still a lack of consensus in this area. Perhaps the 
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oldest theory is that OA is a “wear and tear” disease brought about by repetitive loading and an accumulation 
of damage over time19, but this does not explain why radiographic signs are completely absent in some elderly 
individuals20,21. Other theories relate to specific age-related changes observed in the articular cartilage matrix 
and chondrocytes themselves. For example, aged cartilage undergoes more collagen cross-linking, thus making 
it stiffer and perhaps more susceptible to mechanical injury22. As well, decreases in aggrecan deposition are seen 
with age, altering the cartilage’s ability to deal with compressive forces19. Aging also brings about various changes 
within the chondrocytes themselves including decreased responsiveness to anabolic cytokines, and increased 
generation of reactive oxygen species (ROS)18. Finally, remaining theories relate to aging and chondrocyte senes-
cence, autophagy, and apoptosis18,19,22.

In order to better understand the molecular mechanisms involved in OA, our lab recently studied a rat ante-
rior cruciate ligament transection/partial meniscectomy (ACLT/PM) model to identify genes involved in cartilage 
degeneration23,24. We identified transforming growth factor alpha (TGFα​) as a novel growth factor potentially 
involved in OA as its expression was increased in the disease state. Subsequent in vitro experiments showed that 
treatment of rat primary chondrocytes with recombinant TGFα​ resulted in a loss of chondrocyte phenotype; we 
observed decreases in anabolic factors including type II collagen and aggrecan and increases in catabolic fac-
tors such as matrix metalloproteinase 13 (MMP13)25. These effects were mediated by a number of intracellular 
pathways including the MEK/ERK and Rho/ROCK pathways26. In this study, we wanted to determine the role 
of TGFα​ in the progression of OA in vivo and thus employed a post-traumatic OA model in the Tgfa knockout 
mouse. The OA model we used was the destabilization of medial meniscus (DMM) model, which provides a rel-
atively slowly progressing form of the disease that may have more relevance to the human disease course27,28. We 
also observed spontaneous development of OA in aging Tgfa null mice. Since our previous studies suggested an 
overall catabolic effect of TGFα​ on chondrocytes, we hypothesized that Tgfa null mice would experience delayed 
OA progression in both the DMM model and in spontaneous disease development.

Results
Young adult Tgfa null mice experience delayed OA progression in a DMM model.  To exam-
ine the effects of Tgfa deficiency on post-traumatic OA in young adult mice, male 10 week-old heterozygote 
or homozygote mutant mice underwent destabilization of the medial meniscus (DMM) or sham surgery as 
depicted in Fig. 1. All sham animals retained relatively healthy cartilage with Osteoarthritis Research Society 
International histopathology (OARSI) scores below 6.0 (Fig. 2A,B). Many disease features were apparent at the 
7 week post-surgery time point in heterozygote (control) mice of the DMM group, including chondrocyte clus-
tering, hypertrophy, loss of proteoglycan staining in the matrix, and superficial zone fibrillation (Fig. 2A). This 
indicated that DMM induced cartilage degeneration resembling OA pathology, as expected. More severe disease 
features included superficial zone delamination and lesions extending into the midzone (Fig. 2A). At seven weeks 
post-surgery, the average OARSI score for heterozygous DMM mice was 13.7, while the score in the sham surgery 
group was 5.6 (Fig. 2B). Tgfa knockout mice that received the DMM surgery showed significantly lower levels of 
cartilage damage and OARSI scores (average of 6.4) than their heterozygous littermates, and had similar scores to 
sham-operated heterozygote and homozygote mice (Fig. 2B).

We also examined molecular markers by immunohistochemistry to further validate our histological findings. 
Representative images show higher MMP13 staining in the articular cartilage of heterozygous DMM animals 
than in knockout DMM animals or in sham animals of either genotype (Fig. 3A). Similarly, there appeared to be 
stronger type II collagen neoepitope staining in the cartilage of heterozygous DMM animals than in that of their 
knockout littermates or sham controls (Fig. 3B). Interestingly, when we evaluated MMP3 by immunostaining, no 
observable differences were identified between any groups (Supplementary Figure 1).

Similar results were seen when mice were analyzed fourteen weeks after surgery; heterozygous DMM animals 
had significantly higher scores (17.3) than knockout DMM animals (10.2) (Fig. 4B). Many more heterozygote 
DMM animals displayed advanced disease features such as superficial zone delamination and lesions extending 
into the midzone (Fig. 4A), and displayed lesions extending to the calcified cartilage. Scores for both DMM 
groups were higher than at the seven week time point, indicating that the disease had progressed. Both sham 
groups had similar scores and showed some loss of proteoglycan staining (Fig. 4B).

6-month-old Tgfa null mice are not protected from OA progression in a DMM model.  These 
results suggested that loss of TGFα​ signaling protects from post-traumatic OA in young adults, a finding of sig-
nificant impact for the human population because of the high number of sports-related injuries in this age group. 
However, human joint injuries can also occur at later ages, thus combining two OA risk factors (aging and injury). 
To address this point, we performed DMM and sham surgery on six-month-old mice. OA progression was more 
advanced than when surgery was performed on younger mice (Fig. 5A). Both Tgfa knockout mice and their het-
erozygous littermates had average OARSI scores of 17.1 when assessed at seven weeks post-surgery (Fig. 5B). A 
number of disease features were evident including proteoglycan loss, superficial zone delamination and erosion 
of midzone cartilage (Fig. 5A). In addition to the disease features mentioned above, some six moth old tissues 
revealed denudation to the calcified zone. Tgfa null mice were no longer protected from developing OA, since 
the knockout mice had scores and histopathological features similar to those of the heterozygous mice (Fig. 5B).

Tgfa null mice are not protected from spontaneous OA.  To address a potential role of TGFα​ in 
aging-associated OA, the knee, elbow, and ankle joints of eighteen-month-old mice were examined for sponta-
neous OA. Female mice of both genotypes were essentially completely protected from developing OA (data not 
shown). This finding has been well established in the literature and is attributed to differences in sex hormones29. 
The knee joints of male mice showed the most advanced disease of the joints examined, revealing areas of prote-
oglycan loss, some areas of superficial zone delamination, and some loss of the midzone cartilage. Regardless of 
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the genotype, however, articular cartilage remained largely intact, and areas of cartilage loss were focal in nature 
(Fig. 6A). No differences between genotypes were observed. The elbow and the ankle cartilage for both Tgfa null 
and heterozygous mice was relatively healthy and showed only initial signs of OA, particularly proteoglycan loss 
(Fig. 6B,C). Essentially all of the tissues examined from the elbow and the ankle had an intact articular cartilage 
surface, free of fibrillations and fissures (Fig. 6B,C).

Discussion
Previously, our lab identified TGFα​ as a novel growth factor involved in the degeneration of articular cartilage23,25. 
In this study, we examined the role of TGFα​ in the progression of OA in vivo through the use of the Tgfa null 
mouse. We analyzed two separate models of OA: the post-traumatic DMM model as well as a model of OA in 
aging mice. When young adult, ten-week old Tgfa null mice received DMM surgery, they were protected from 
developing OA at both post-surgical time points examined. While they still showed signs of degeneration, par-
ticularly at the later time point (14 weeks after surgery), disease progression was histologically less severe than 
that of control littermates. These data demonstrate that in the absence of TGFα​ mice are protected from OA 
development in a post-traumatic model, consistent with our previous in vitro experiments that showed TGFα​ 
induced an OA-like phenotype in articular chondrocytes25. Furthermore, we have very recently shown that phar-
macologic inhibition of the receptor for TGFα​, EGFR, reduces OA progression in post-traumatic rat model of 
OA30. Thus by eliminating TGFα​ at the genomic level, we expected that we would see similar protective effects.

Contrary to our hypothesis however, the Tgfa null mice were not protected from developing OA when com-
pared to controls in our aging model or when DMM was performed in older mice. Several changes occur in 
aging cartilage that could potentially make it more susceptible to injury, such as a more heavily cross-linked 
extracellular matrix, a loss in aggrecan content, and chondrocytes that are less responsive to anabolic factors19. 
Furthermore, studies have shown that in the C56 BL/6 mouse articular cartilage thickness decreases with age, 
chondrocyte death increases, and the overall number of chondrocytes decreases as well31. These changes within 
the tissue provide one potential explanation for why our older Tgfa null mice were indistinguishable from their 
control littermates with regards to OA progression. In addition to the articular cartilage itself, changes within 

Figure 1.  A schematic representation of the post-traumatic and spontaneous aging models of OA used in 
this study. Ten-week old male Tgfa null and heterozygous mice underwent destabilization of medial meniscus 
(DMM) surgery. Two post-surgical time points were assessed with OARSI scoring: seven and fourteen weeks. 
Six-month-old Tgfa null and heterozygous mice also underwent DMM surgery and were assessed seven weeks 
post-surgery. Lastly, Tgfa null and heterozygous mice were housed for eighteen months with no surgical 
intervention, after which time spontaneous disease progression was assessed with OARSI scoring.
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the broader context of the joint are seen with aging. A recent study by Loeser et al. examined the differences in 
gene expression within the entire joint in young and old mice receiving either sham or DMM surgery32. In this 
particular study, twelve week old mice were used for the young group and twelve month old mice were used for 
the aged group32. Interestingly, many genes were found to be dysregulated between the young and aged groups 
post DMM surgery, as well as between the young and old sham-operated mice32. This study clearly illustrates 
baseline differences in gene expression between joint tissues of young and old mice as well as differences in gene 
expression changes in response to joint injury32.

Our data suggest that TGFα​ and its downstream signaling pathway might be a good therapeutic target for OA 
therapy. TGFα​ is a member of the epidermal growth factor (EGF) family and signals through the EGF receptor 
(EGFR)33–35. Recent studies have shown that mutant mice with enhanced EGFR signaling develop early, spon-
taneous degenerative disease in multiple joints the including knee, ankle, and temporomandibular joints36,37. 
These mice have a mutation in mitogen-inducible gene 6 (MIG6), also known as RALT or Gene 3336. MIG6 is 
a cytoplasmic protein that negatively regulates EGFR signaling through several mechanisms, including inhibi-
tion of the receptor kinase domains and receptor internalization and degradation38–41. These mutant mice have 
classical arthritic features such as loss of proteoglycan content, degradation of articular cartilage, formation of 
subchondral cysts, synovial hyperplasia, osteophyte formation, and abnormal calcification36,37. Moreover, Mig6 
knockout mice (that have increased EGFR signaling) that underwent surgical models of OA have accelerated 
and increased joint damage compared to controls42. Furthermore, cartilage-specific deletion of Mig6 results in 

Figure 2.  Tgfa knockout mice have lower OARSI scores than control littermates in a surgical model of 
OA. Ten-week-old Tgfa knockout mice and their heterozygous littermates received either surgery resulting in 
the destabilization of the medial meniscus (DMM) or sham surgery. At seven weeks post surgery, mice were 
sacrificed and their knee joints were prepared for histology. Tissues were stained with safranin-O and fast 
green (A) and then scored using the OARSI system for OA histopathology (B). Independent data points for 
OARSI scores with mean ±​ SD are shown and indicate that Tgfa knockout mice have lower scores than OA 
heterozygous mice after DMM surgery (DMM groups n =​ 5, sham groups n =​ 4, *​p <​ 0.05).
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an OA-like phenotype including chondrocyte proliferation and subchondral bone changes, as well as erosion of 
ligament insertion sites and the formation of osteophyte-like nodules43,44.

However, these cartilage-specific Mig6 KO mice also revealed a more complex phenotype where loss of MIG6 
and subsequent activation of EGFR signaling has an early anabolic effect on cartilage. This anabolic pheno-
type is transient, suggesting a biphasic or context-specific role of EGFR signaling in articular cartilage. Such a 
context-dependent role is also supported by a recent study showing that EGFR inhibition protects from OA in a 
mouse model45, which is opposite to the data presented here. It seems highly likely that factors such as extent of 
EGFR inhibition/activation, the timing of these manipulations, and the severity of the disease can affect whether 
EGFR signaling is protective or destructive.

One difference between the MIG6 studies and our own is that signaling from all EGFR ligands is inhib-
ited while we specifically targeted TGFα​. Thus, compensation by other EGF family members is another possible 
explanation for the lack of protection from OA in aging Tgfa null mice. For example, a recent study has shown 
increased expression of HB-EGF in osteoarthritis46. As well, we have recently described a transient developmental 
bone phenotype in our Tgfa null mice that appears to resolve by ten weeks of age (the age that DMM surgeries 
are performed in this study)47. However, we cannot be certain that the effects of this developmental phenotype, 
which include delayed osteoclast recruitment and decreased MMP13 and RANKL (receptor activator of nuclear 
factor kappa B ligand) gene expression, do not have an effect on the outcome of our OA studies47. However, the 

Figure 3.  Tgfa knockout mice express less MMP13 and less type II collagen neoepitopes than control 
littermates at 7 weeks post-surgery. Histological sections were prepared from the knee joints of both Tgfa 
knockout and heterozygous mice at seven weeks post-surgery. Immunohistochemistry was performed with 
primary antibodies against MMP13 and type II collagen fragments. This was followed by secondary antibody 
incubation and visualization with the substrate DAB (brown precipitate). Nuclei were counterstained with 
hematoxylin (blue). Representative images show that knockout animals express less MMP13 and type II 
collagen fragments than heterozygous controls.
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fact that sham-operated controls and aging mice showed no differences between genotypes suggests that any such 
developmental effects would have minimal influences on the phenotype.

Our current results, however, suggest that targeting TGFα​ and its receptor might be beneficial in a subset 
of patients, potentially younger patients who have experienced a joint injury. It is possible that TGFα​ plays an 
important role post-trauma. Our previous in vitro studies showed that in addition to the loss of chondrocyte 
phenotype, TGFα​ had an effect on chondrocyte proliferation both in primary articular chondrocyte cell culture 
and in an articular cartilage organ culture system25. In the organ culture system, proliferation was evident based 
on the presence of chondrocyte clusters, a well-established sign of early OA, believed to represent an attempt at 
cartilage repair25,48. Thus it is possible that TGFα​ is produced locally within the joint in response to injury, but 
lacks the ability to successfully repair cartilage.

Overall it appears that TGFα​, and more generally EGFR signaling, plays an important and complex role in 
post-traumatic OA progression. It appears that this signaling pathway can either protect from or enhance tissue 
destruction; but in both scenarios, the underlying mechanisms need to be studied further to examine whether 
this pathway is a suitable target for development of novel DMOADs. Moreover, protection of Tgfa null mice in 
one model of OA, but not in others in our study, further highlights the heterogeneity of this disease. These results 
also suggest that results from surgical models of OA, especially when done in young adult rodents, cannot neces-
sarily be extrapolated to other forms of the disease.

Figure 4.  Tgfa knockout mice still show resistance to developing OA at 14 weeks post-surgery. 10 week-old 
Tgfa knockout mice and their heterozygous littermates received DMM surgery or sham surgery. At fourteen 
weeks post surgery, mice were sacrificed and their knee joints were prepared for histology. Tissues were stained 
with safranin-O and fast green (A) and then scored using the OARSI system for OA histopathology (B). DMM 
knockout animals still displayed lower OARSI scores than their heterozygous control littermates at this time 
point (DMM groups n =​ 6, sham groups n =​ 4, *​p <​ 0.05). Independent data points for OARSI scores with 
mean ±​ SD are shown.
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Methods
Transforming growth factor alpha null mice.  Tgfa null mice in a C57BL/6 genetic background 
were purchased from The Jackson Laboratory (Bar Harbor, Maine, USA)49. All animals were cared for and all 
experiments were carried out in accordance with the University of Western Ontario’s Animal Care and Use 
Guidelines. All animal protocols were approved by the Animal Use Subcommittee of the University Council 
on Animal Care. DNA from digested ear and/or tail clippings was used in PCR genotyping as described47. Two 
separate genotyping programs were used to amplify both the wild type Tgfa allele and the neo-cassette found 
in the mutated alleles. Oligonucleotides TGFalphaA (5′​-GACTAGCCTGGGCTACACAGTG-3′​) TGFalphaC 
(5′​-ACATGCTGGCTTCTCTTCCTGC-3′​), NeoForward (5′​-CTTGGGTGGAGAGGCT ATTC-3′​) and 
NeoReverse (5′​-AGGTGAGATGACAGGAGATC-3′​) were purchased from Sigma-Aldrich (Oakville, Ont., 
Canada) and all other genotyping reagents were purchased from Applied Biosystems Incorporated (Foster City, 
CA, USA). All direct comparisons were made between heterozygote and homozygote mutant siblings with at least 
four littermate pairs per time point per parameter examined.

Destabilization of medial meniscus (DMM) model.  To study OA in Tgfa mutant animals, we employed 
the well-established DMM model27. Our laboratory has expertise in employing this surgical technique50. In this 
model, the medial meniscotibial ligament (which anchors the medial meniscus to the tibial plateau) is cleaved, 
resulting in joint destabilization. DMM was performed on the left knee joint of ten-week old male mice as 
previously described51. Both Tgfa knockout mice and their heterozygous littermates were used in our studies. 

Figure 5.  There is no difference in disease progression between knockout and control animals after DMM 
surgery in middle-aged mice. Six-month-old Tgfa knockout and heterozygous mice received DMM or sham 
surgery. At seven weeks post surgery, these mice were sacrificed and their knee joints were isolated and prepared 
for OARSI scoring. Independent data points for OARSI scores with mean ±​ SD are shown and indicate that 
DMM knockout and heterozygous mice are equally susceptible to developing OA in this model (sham groups 
n =​ 4, DMM Het n =​ 6, DMM KO n =​ 8, *​p <​ 0.05).
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Heterozygous mice served as controls as previous studies have shown that Tgfa heterozygous mutants are pheno-
typically indistinguishable from their wild type littermates49. Sham surgeries consisting of an incision to the left 
knee were also performed on both genotypes. A veterinarian (I.W.) and veterinarian technician (T.H.) with pre-
vious experience in the DMM procedure performed all surgeries. Mice were housed individually after surgeries. 
At seven and fourteen weeks post-surgery, mice were sacrificed and their knee joints were isolated for histology.

To examine the effects of age and injury in combination, we also performed DMM surgeries as described 
above in six-month-old mice, and assessed disease progression at seven weeks post-surgery.

Spontaneous osteoarthritis.  To study the spontaneous development of OA, male and female Tgfa null 
mice were housed with their heterozygous littermates until eighteen months of age. Several male pairs were 

Figure 6.  Tgfa knockout and heterozygous mice are equally susceptible to developing OA during aging. 
Male Tgfa knockout and heterozygous mice were housed until eighteen months of age. Animals were then 
sacrificed, and their knee (A), elbow (B) and ankle (C) joints were prepared for histology. Tissues were 
stained with safranin-O and fast green and scored using the OARSI recommendations for histopathological 
assessment of OA in the mouse. There were no differences in OARSI scores between genotypes for any of the 
joints examined (knee n =​ 7, elbow n =​ 4, ankle n =​ 4, p <​ 0.05). Independent data points for OARSI scores with 
mean ±​ SD are shown.
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separated throughout this time course due to fighting. At eighteen months of age, mice were sacrificed and their 
knee, ankle and elbow joints were isolated and prepared for histology.

Mouse tissue processing and histology.  Tissues were fixed overnight in 4% PFA, and decalcified in 5% 
EDTA in PBS. Decalcification was determined by physical end-point test. Tissues were then processed, embedded 
in paraffin wax, and 5 μ​m thick serial sections were cut in the sagittal plane starting from the medial joint com-
partment. Previous studies have shown that the most severe damage in both DMM and spontaneous models of 
OA occur in the medial compartment31,32.

Safranin-O/fast green staining.  Sections were dewaxed in xylene and rehydrated through a series of 
graded ethanols ending in water. Tissues were then stained in 0.02% fast green for 25 minutes, dipped in 1% 
glacial acetic acid, then stained in 0.1% safranin-O for 7 minutes. Tissues were dehydrated and mounted using a 
xylene-based mounting medium.

Immunohistochemistry.  Immunohistochemistry was performed as previously described by our  
laboratory47,52,53. Primary antibodies against MMP3 (Abcam, San Francisco, CA), MMP13 (Abcam, San 
Francisco, CA) and type II collagen neoepitopes, exposed when type II collagen is cleaved by MMP13, were 
used54. Sections were first dewaxed in xylene, and rehydrated through a series of graded ethanol solutions ending 
in water. Antigen retrieval was performed in 10 mM sodium citrate at 95 °C for fifteen minutes. Sections were 
blocked in 5% goat serum, then incubated with primary antibodies overnight. Lastly, tissues were incubated in 
HRP-conjugated secondary antibody and visualized with the substrate DAB (brown precipitate). All tissues were 
visualized using a Leica DM Series inverted fluorescence/light microscope (Leica Microsystems, Richmond Hill, 
ON, Canada). At least three pairs of animals were stained for each antibody and multiple sections were used for 
each trial.

OARSI scoring for DMM.  For the DMM model, two blinded observers assigned a numerical grade and 
stage to each animal according to the Osteoarthritis Research Society International (OARSI) standards for OA 
histopathology55. This was the same scoring system used in our previous rat studies24,56. Five μ​m thick serial sec-
tions were cut in the sagittal plane of the knee joints, starting from the medial joint compartment. Approximately 
5 sections of increasing depth were scored for each animal. One modification was made to the scoring system: a 
grade of 1 was assigned if the mouse cartilage had depleted safranin-O staining (representing depleted proteogly-
can content) as this was determined to represent significant pathology, even in the absence of cartilage disconti-
nuity. Scores were averaged for each group and statistical analysis was performed using a two-way ANOVA and 
Bonferroni post-tests.

OARSI scoring for spontaneous OA.  One blinded observer assigned a semi-quantitative score to each 
animal based on the OARSI recommendations for histopathological assessment of OA in the mouse57. Sections 
were collected and scored from the knee, elbow, and ankle joints as described above for DMM groups. Scores 
were averaged for each group and statistical analysis was performed using a paired t-test.

References
1.	 Salaffi, F., Carotti, M., Stancati, A. & Grassi, W. Health-related quality of life in older adults with symptomatic hip and knee 

osteoarthritis: a comparison with matched healthy controls. Aging Clin Exp Res. 17, 255–263 (2005).
2.	 van der Waal, J. M., Terwee, C. B., van der Windt, D. A., Bouter, L. M. & Dekker, J. The impact of non-traumatic hip and knee 

disorders on health-related quality of life as measured with the SF-36 or SF-12. A systematic review. Qual Life Res. 14, 1141–1155 
(2005).

3.	 Zhang, W. et al. OARSI recommendations for the management of hip and knee osteoarthritis, Part II: OARSI evidence-based, expert 
consensus guidelines. Osteoarthritis Cartilage. 16, 137–162 (2008).

4.	 Bitton, R. The economic burden of osteoarthritis. Am J Manag Care. 15, S230–S235 (2009).
5.	 Woolf, A. D. & Pfleger, B. Burden of major musculoskeletal conditions. Bull World Health Organ. 81, 646–656 (2003).
6.	 Hunter, D. J. Osteoarthritis. Best Pract Res Clin Rheumatol. 25, 801–814 (2011).
7.	 Krasnokutsky, S., Samuels, J. & Abramson, S. B. Osteoarthritis in 2007. Bull NYU Hosp Jt Dis. 65, 222–228 (2007).
8.	 Aigner, T., Sachse, A., Gebhard, P. M. & Roach, H. I. Osteoarthritis: pathobiology-targets and ways for therapeutic intervention. Adv 

Drug Deliv Rev. 58, 128–149 (2006).
9.	 Poole, A. R. et al. Composition and structure of articular cartilage: a template for tissue repair. Clin Orthop Relat Res. 391 Suppl, 

S26–S33 (2001).
10.	 Mueller, M. B. & Tuan, R. S. Anabolic/Catabolic balance in pathogenesis of osteoarthritis: identifying molecular targets. PM R. 3, 

S3–11 (2011).
11.	 Qvist, P. et al. The disease modifying osteoarthritis drug (DMOAD): Is it in the horizon? Pharmacol Res. 58, 1–7 (2008).
12.	 Zhang, Y. & Jordan, J. M. Epidemiology of osteoarthritis. Clin Geriatr Med. 26, 355–369 (2010).
13.	 Buckwalter, J. A. & Martin, J. A. Osteoarthritis. Adv Drug Deliv Rev. 58, 150–167 (2006).
14.	 Muthuri, S. G., McWilliams, D. F., Doherty, M. & Zhang, W. History of knee injuries and knee osteoarthritis: a meta-analysis of 

observational studies. Osteoarthritis Cartilage. 19, 1286–1293 (2011).
15.	 Anderson, D. D. et al. Post-traumatic osteoarthritis: improved understanding and opportunities for early intervention. J Orthop Res. 

29, 802–809 (2011).
16.	 Makris, E. A., Hadidi, P. & Athanasiou, K. A. The knee meniscus: structure-function, pathophysiology, current repair techniques, 

and prospects for regeneration. Biomaterials. 32, 7411–7431 (2011).
17.	 Englund, M., Roemer, F. W., Hayashi, D., Crema, M. D. & Guermazi, A. Meniscus pathology, osteoarthritis and the treatment 

controversy. Nat Rev Rheumatol. 8, 412–419 (2012).
18.	 Loeser, R. F. Aging and osteoarthritis. Curr Opin Rheumatol. 23, 492–496 (2011).
19.	 Aigner, T. & Richter, W. OA in 2011: Age-related OA–a concept emerging from infancy? Nat Rev Rheumatol. 8, 70–72 (2011).
20.	 Loeser, R. F. Molecular mechanisms of cartilage destruction: mechanics, inflammatory mediators, and aging collide. Arthritis 

Rheum. 54, 1357–1360 (2006).



www.nature.com/scientificreports/

1 0Scientific Reports | 6:30434 | DOI: 10.1038/srep30434

21.	 Goekoop, R. J. et al. Determinants of absence of osteoarthritis in old age. Scand J Rheumatol. 40, 68–73 (2010).
22.	 Leong, D. J. & Sun, H. B. Events in articular chondrocytes with aging. Curr Osteoporos Rep. 9, 196–201 (2011).
23.	 Appleton, C. T., Pitelka, V., Henry, J. & Beier, F. Global analyses of gene expression in early experimental osteoarthritis. Arthritis 

Rheum. 56, 1854–1868 (2007).
24.	 Appleton, C. T. et al. Forced mobilization accelerates pathogenesis: characterization of a preclinical surgical model of osteoarthritis. 

Arthritis Res Ther. 9, R13 (2007).
25.	 Appleton, C. T., Usmani, S. E., Bernier, S. M., Aigner, T. & Beier, F. Transforming growth factor alpha suppression of articular 

chondrocyte phenotype and Sox9 expression in a rat model of osteoarthritis. Arthritis Rheum. 56, 3693–3705 (2007).
26.	 Appleton, C. T., Usmani, S. E., Mort, J. S. & Beier, F. Rho/ROCK and MEK/ERK activation by transforming growth factor-alpha 

induces articular cartilage degradation. Lab Invest. 90, 20–30 (2010).
27.	 Glasson, S. S., Blanchet, T. J. & Morris, E. A. The surgical destabilization of the medial meniscus (DMM) model of osteoarthritis in 

the 129/SvEv mouse. Osteoarthritis Cartilage. 15, 1061–1069 (2007).
28.	 Fang, H. & Beier, F. Mouse models of osteoarthritis: modelling risk factors and assessing outcomes. Nat Rev Rheumatol. 10, 413–421 

(2014).
29.	 Ma, H. L. et al. Osteoarthritis severity is sex dependent in a surgical mouse model. Osteoarthritis Cartilage. 15, 695–700 (2007).
30.	 Appleton, C. T. et al. Reduction in disease progression by inhibition of transforming growth factor alpha-CCL2 signaling in 

experimental posttraumatic osteoarthritis. Arthritis Rheumatol. 67, 2691–2701 (2015).
31.	 McNulty, M. A. et al. Histopathology of naturally occurring and surgically induced osteoarthritis in mice. Osteoarthritis Cartilage. 

20, 949–956 (2012).
32.	 Loeser, R. F. et al. Microarray analysis reveals age-related differences in gene expression during the development of osteoarthritis in 

mice. Arthritis Rheum. 64, 705–717 (2011).
33.	 Kumar, V., Bustin, S. A. & McKay, I. A. Transforming growth factor alpha. Cell Biol Int. 19, 373–388 (1995).
34.	 Davis, C. G. The many faces of epidermal growth factor repeats. New Biol. 2, 410–419 (1990).
35.	 Lee, D. C., Fenton, S. E., Berkowitz, E. A. & Hissong, M. A. Transforming growth factor alpha: expression, regulation, and biological 

activities. Pharmacol Rev. 47, 51–85 (1995).
36.	 Zhang, Y. W. et al. Targeted disruption of Mig-6 in the mouse genome leads to early onset degenerative joint disease. Proc Natl Acad 

Sci USA 102, 11740–11745 (2005).
37.	 Jin, N., Gilbert, J. L., Broaddus, R. R., Demayo, F. J. & Jeong, J. W. Generation of a Mig-6 conditional null allele. Genesis. 45, 716–721 

(2007).
38.	 Hackel, P. O., Gishizky, M. & Ullrich, A. Mig-6 is a negative regulator of the epidermal growth factor receptor signal. Biol Chem. 382, 

1649–1662 (2001).
39.	 Xu, D., Makkinje, A. & Kyriakis, J. M. Gene 33 is an endogenous inhibitor of epidermal growth factor (EGF) receptor signaling and 

mediates dexamethasone-induced suppression of EGF function. J Biol Chem. 280, 2924–2933 (2005).
40.	 Fiorentino, L. et al. Inhibition of ErbB-2 mitogenic and transforming activity by RALT, a mitogen-induced signal transducer which 

binds to the ErbB-2 kinase domain. Mol Cell Biol. 20, 7735–7750 (2000).
41.	 Zhang, X. et al. Inhibition of the EGF receptor by binding of MIG6 to an activating kinase domain interface. Nature. 450, 741–744 

(2007).
42.	 Joiner, D. M. et al. Accelerated and Increased Joint Damage in Young Mice with Global Inactivation of Mitogen-Inducible Gene 6 

(MIG-6) after Ligament and Meniscus Injury. Arthritis Res Ther. 16, R81 (2014).
43.	 Pest, M. A., Russell, B. A., Zhang, Y. W., Jeong, J. W. & Beier, F. Disturbed cartilage and joint homeostasis resulting from a loss of 

mitogen-inducible gene 6 in a mouse model of joint dysfunction. Arthritis Rheumatol. 66, 2816–2827 (2014).
44.	 Staal, B., Williams, B. O., Beier, F., Vande Woude, G. F. & Zhang, Y. W. Cartilage-specific deletion of Mig-6 results in osteoarthritis-

like disorder with excessive articular chondrocyte proliferation. Proc Natl Acad Sci USA. 111, 2590–2595 (2014).
45.	 Zhang, X. et al. Reduced EGFR signaling enhances cartilage destruction in a mouse osteoarthritis model. Bone Research. 2, 1–12 

(2014).
46.	 Long, D. L., Ulici, V., Chubinskaya, S. & Loeser, R. F. Heparin-binding epidermal growth factor-like growth factor (HB-EGF) is 

increased in osteoarthritis and regulates chondrocyte catabolic and anabolic activities. Osteoarthritis Cartilage. 23, 1523–1531 
(2015).

47.	 Usmani, S. E. et al. Transforming growth factor alpha controls the transition from hypertrophic cartilage to bone during 
endochondral bone growth. Bone. 51, 131–141 (2012).

48.	 Sandell, L. J. & Aigner, T. Articular cartilage and changes in arthritis. An introduction: cell biology of osteoarthritis. Arthritis Res. 3, 
107–113 (2001).

49.	 Mann, G. B. et al. Mice with a null mutation of the TGF alpha gene have abnormal skin architecture, wavy hair, and curly whiskers 
and often develop corneal inflammation. Cell. 73, 249–261 (1993).

50.	 Ratneswaran, A. et al. Peroxisome proliferator-activated receptor delta promotes the progression of posttraumatic osteoarthritis in 
a mouse model. Arthritis Rheumatol. 67, 454–464 (2015).

51.	 Welch, I. D., Cowan, M. F., Beier, F. & Underhill, T. M. The retinoic acid binding protein CRABP2 is increased in murine models of 
degenerative joint disease. Arthritis Res Ther. 11, R14 (2009).

52.	 Ulici, V. et al. The role of Akt1 in terminal stages of endochondral bone formation: angiogenesis and ossification. Bone. 45, 
1133–1145 (2009).

53.	 Usmani, S. E., Appleton, C. T. & Beier, F. Transforming growth factor-alpha induces endothelin receptor A expression in 
osteoarthritis. J Orthop Res. 30, 1391–1397 (2012).

54.	 Billinghurst, R. C. et al. Enhanced cleavage of type II collagen by collagenases in osteoarthritic articular cartilage. J Clin Invest. 99, 
1534–1545 (1997).

55.	 Pritzker, K. P. et al. Osteoarthritis cartilage histopathology: grading and staging. Osteoarthritis Cartilage. 14, 13–29 (2006).
56.	 Appleton, C. T., McErlain, D. D., Henry, J. L., Holdsworth, D. W. & Beier, F. Molecular and histological analysis of a new rat model 

of experimental knee osteoarthritis. Ann N Y Acad Sci. 1117, 165–174 (2007).
57.	 Glasson, S. S., Chambers, M. G., Van Den Berg, W. B. & Little, C. B. The OARSI histopathology initiative-recommendations for 

histological assessments of osteoarthritis in the mouse. Osteoarthritis Cartilage. 18 Suppl 3, S17–S23 (2010). 

Acknowledgements
We want to thank Drs. Robin Poole and John Mort (Shriner’s Hospital, Montreal, Canada) for the gift of the 
collagen II neoepitope antibody. F.B. holds a Canada Research Chair in Musculoskeletal Research, and S.E.U. was 
a recipient of Canadian Institutes of Health Research (CIHR) Doctoral Award. These studies were supported by a 
grant from CIHR to F.B. (MOP86574).



www.nature.com/scientificreports/

1 1Scientific Reports | 6:30434 | DOI: 10.1038/srep30434

Author Contributions
S.E.U. performed most experiments and contributed to study design and manuscript writing. V.U. assisted with 
scoring of all DMM tissues. M.A.P. assisted with histochemistry and editing of the manuscript. I.D.W. and T.L.H. 
performed all DMM surgeries. F.B. contributed to study design and editing of the manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Usmani, S. E. et al. Context-specific protection of TGFα null mice from osteoarthritis. 
Sci. Rep. 6, 30434; doi: 10.1038/srep30434 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/
 
© The Author(s) 2016

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Context-specific protection of TGFα null mice from osteoarthritis

	Results

	Young adult Tgfa null mice experience delayed OA progression in a DMM model. 
	6-month-old Tgfa null mice are not protected from OA progression in a DMM model. 
	Tgfa null mice are not protected from spontaneous OA. 

	Discussion

	Methods

	Transforming growth factor alpha null mice. 
	Destabilization of medial meniscus (DMM) model. 
	Spontaneous osteoarthritis. 
	Mouse tissue processing and histology. 
	Safranin-O/fast green staining. 
	Immunohistochemistry. 
	OARSI scoring for DMM. 
	OARSI scoring for spontaneous OA. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ A schematic representation of the post-traumatic and spontaneous aging models of OA used in this study.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ Tgfa knockout mice have lower OARSI scores than control littermates in a surgical model of OA.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ Tgfa knockout mice express less MMP13 and less type II collagen neoepitopes than control littermates at 7 weeks post-surgery.
	﻿Figure 4﻿﻿.﻿﻿ ﻿ Tgfa knockout mice still show resistance to developing OA at 14 weeks post-surgery.
	﻿Figure 5﻿﻿.﻿﻿ ﻿ There is no difference in disease progression between knockout and control animals after DMM surgery in middle-aged mice.
	﻿Figure 6﻿﻿.﻿﻿ ﻿ Tgfa knockout and heterozygous mice are equally susceptible to developing OA during aging.



 
    
       
          application/pdf
          
             
                Context-specific protection of TGFα null mice from osteoarthritis
            
         
          
             
                srep ,  (2016). doi:10.1038/srep30434
            
         
          
             
                Shirine E. Usmani
                Veronica Ulici
                Michael A. Pest
                Tracy L. Hill
                Ian D. Welch
                Frank Beier
            
         
          doi:10.1038/srep30434
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep30434
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep30434
            
         
      
       
          
          
          
             
                doi:10.1038/srep30434
            
         
          
             
                srep ,  (2016). doi:10.1038/srep30434
            
         
          
          
      
       
       
          True
      
   




