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Engineered Healing of Avascular 
Meniscus Tears by Stem Cell 
Recruitment
Solaiman Tarafder  1, Joseph Gulko1, Kun Hee Sim1, Jian Yang2, James L. Cook3 & Chang H. Lee1

Meniscus injuries are extremely common with approximately one million patients undergoing surgical 
treatment annually in the U.S. alone. Upon injury, the outer zone of the meniscus can be repaired 
and expected to functionally heal but tears in the inner avascular region are unlikely to heal. To date, 
no regenerative therapy has been proven successful for consistently promoting healing in inner-zone 
meniscus tears. Here, we show that controlled applications of connective tissue growth factor (CTGF) 
and transforming growth factor beta 3 (TGFβ3) can induce seamless healing of avascular meniscus tears 
by inducing recruitment and step-wise differentiation of synovial mesenchymal stem/progenitor cells 
(syMSCs). A short-term release of CTGF, a selected chemotactic and profibrogenic cue, successfully 
recruited syMSCs into the incision site and formed an integrated fibrous matrix. Sustain-released 
TGFβ3 then led to a remodeling of the intermediate fibrous matrix into fibrocartilaginous matrix, fully 
integrating incised meniscal tissues with improved functional properties. Our data may represent 
a novel clinically relevant strategy to improve healing of avascular meniscus tears by recruiting 
endogenous stem/progenitor cells.

Knee meniscus plays indispensable roles in joint congruence, shock absorption, and stress transmission1. 
Meniscus is characterized by its multiphase biochemical composition and complex structure1. The outer third 
region of meniscus is vascularized and constituted with dense fibrous matrix populated with fibroblast-like cells, 
whereas the inner third region is avascular cartilaginous tissue with chondrocyte-like cells. The middle region is 
fibrocartilaginous tissue with a mixed population of fibroblasts and chondrocytes2. Clinically, over one million 
patients undergo surgical repair or meniscectomy each year in the U.S.3,4. Tears in the vascularized outer third 
region of meniscus can typically be successfully surgically repaired by suturing. In contrast, tears in the inner 
avascular region, similar to articular cartilage, cannot be repaired due to its poor intrinsic healing capacity. As 
a result, these tears frequently progress to extend into the middle-third region, followed by meniscus deteriora-
tion1,5,6. Partial or total meniscectomy is often performed to alleviate symptoms caused by the irreparable menis-
cus injuries. However, meniscectomy significantly increases the incidence of osteoarthritis (OA) later in life by 
elevating joint contact stress. Approximately 50% of patients with meniscal injuries develop OA within 10 to 20 
years of injury1,5,6. Allograft transplantation from cadavers may be considered after meniscectomy to prevent the 
increase in joint contact pressure, but is limited by donor shortage, sizing issues, subrejection immune responses, 
risk for extrusion, and potential for failure1,5,6. Despite the profound health care burden, no therapy exists to con-
sistently induce healing of inner meniscus tears to date.

Various surgical and bioengineering approaches have been investigated to improve healing of avascular 
meniscus injuries. Fibrin clots and glues were applied to simply bond torn meniscus and have been reported to 
improve meniscus healing in vitro and in vivo7,8. Meniscal rasping, synovial flap implantation, and surgical induc-
tion of local blood supply have been applied to improve avascular meniscus healing9. Combination of dynamic 
loading and IL-1 enhanced integrative meniscal repair in an explant culture model10. Juvenile meniscus frag-
ments implanted in avascular defects enhanced meniscus healing in vitro11. More recently, tissue engineering 
approaches have been applied for meniscus repair and healing12. Nanofiber-based scaffolds releasing collagenase 
were implemented to guide healing of avascular meniscus tears12. In another study, nanofiber-based scaffolds 
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seeded with mesenchymal stem/progenitor cells (MSCs) enhanced meniscus healing in vitro and in vivo13,14. 
Three-armed and hyper-branched adhesive block copolymers were applied to improve healing of meniscus tears, 
which showed a modest enhancement in tissue healing and cell migration with support from TGFβ3 and colla-
genase treatment15,16. In other studies, injectable hydrogel derived from porcine meniscus extracellular matrix 
(ECM)17 and PLGA mesh scaffolds with pretreatment of platelet-rich plasma showed improved integration of 
meniscus explants18.

MSCs from bone marrow or synovium/synovial fluids, without a scaffold or tissue glue, also showed potential 
to improve healing of meniscus defects or tears19–23. Allogeneic synovial MSCs infused into 1.5-mm cylindrical 
meniscus defects in rabbits adhered to the injury site and apparently enhanced meniscal regeneration20. Similarly, 
infusion of autologous MSCs into sheep meniscal defects engrafted and improved healing19. Intra-articular injec-
tion of dual luciferase and LacZ tagged, synovial MSCs enhanced meniscus healing in the rat21. Recently, synovial 
MSCs delivery improved healing of longitudinal avascular tears in minipigs22. However, several experimental 
studies have shown an inconsistent outcome of meniscus healing by stem cell transplantation23. Previous stud-
ies have reported a limited recapitulation of biochemical composition and biomechanical properties, as well as 
incomplete integration of fibrocartilaginous matrix, which are critical goals towards functional success that have 
not been achieved to date.

Recently, we have demonstrated the step-wise differentiation of MSCs into fibrochondrocyte-like cells24, 
which is likely consistent with the phenotype transition observed in meniscal development25. At embryonic day 
16 (E16), menisci are immature fibrous tissues predominantly expressing collagen type I that gradually transform 
into zone-specific fibrocartilage with increased expressions of collagen type II and aggrecan in the inner zone by 9 
months of age25. Taking lessons from the meniscus development and our previous study, we here devised a novel 
approach to improve avascular meniscus healing by inducing recruitment and step-wise differentiation of syno-
vial mesenchymal stem cells (syMSCs) (Fig. 1). Temporally controlled delivery of connective tissue growth factor 
(CTGF), a chemotactic/profibrogenic cue, and transforming growth factor beta 3 (TGFβ3), chondrogenic cue, 
successfully recruited syMSCs into the defect sites and formed integrated intermediate fibrous matrix, followed 
by fibrocartilaginous integration with functional restoration. Our data may represent a novel bioengineering 
approach to improve avascular meniscus healing with significant clinical impact.

Results
Sequential application of CTGF and TGFβ3 to guide meniscus healing by regulating recruitment 
of syMSCs and step-wise fibrocartilaginous differentiation. Explants from bovine menisci were 
used to study in vitro healing of avascular meniscus tears. Menisci were isolated from skeletally mature bovine 
knee joints provided by a local butcher shop. The inner 1/3 of total menisci were cut, and then 4–5 wedge-shaped 
explants were prepared from the inner 1/3 portion of meniscus by cutting in the radial direction. As shown in 
Fig. 1, a longitudinal incision was created using a surgical blade in the middle of the isolated inner third zone 
and then fibrin glue was applied to the incised site. Chemotactic and profibrogenic cue, CTGF (100 ng/mL), was 
delivered within the fibrin glue (50 mg/mL fibrinogen and 50 U/mL thrombin). Then, the meniscus explants were 
cultured on top of monolayer-cultured human synovial MSCs. The number of syMSCs significantly increases 
in synovial fluids after meniscus and cartilage injuries, thus being considered a clinically relevant endogenous 
cell source for meniscus regeneration in vivo24,26,27. After 10 days, 10 ng/mL of TGFβ3, a chondrogenic cue, was 
applied with chondrogenic supplements and cultured for 6 weeks. Starting at day 1, bright-field images revealed 
syMSCs migrating into the incision site where CTGF-loaded fibrin was delivered (Fig. 2a). The recruitment of 
syMSCs into incision sites with CTGF/fibrin was further confirmed by immunofluorescence with human nucleus 
antigen (HNA) at day 10 (Fig. 2c) in contrast to fibrin alone group, which showed no cell migration (Fig. 2f). 
By 10 days, tissue integration with fibrous matrix was established at the incision site with CTGF-loaded fibrin 
(Fig. 2b,d and e) in contrast to remaining gaps with fibrin alone (Fig. 2g,h), likely due to rapid degradation of 
fibrin.

Figure 1. The novel strategy to induce seamless healing of inner meniscus tears by stem cell recruitment, 
followed by formation of intermediate fibrous integration and cartilaginous remodeling. Upon creation of a 
longitudinal tear in the avascular zone, chemotaxis/profibrogenic factor, CTGF, was applied to recruit syMSCs 
and to form fibrous integration. By applying chondrogenic factor, TGFβ3, the intermediate fibrous tissue is to be 
remodeled to region-specific fibrocartilaginous tissue.
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Upon TGFβ3 treatment, the intermediate fibrous matrix appeared to be remodeled into fibrocartilaginous 
tissue, fully integrating incised meniscal tissues (Fig. 3b,e) similar to native (Fig. 3f)28,29. The healed meniscal 
tissues showed native-like fibrocartilaginous phenotype with rounded chondrocyte-like cells (Fig. 3b,c,e and f). 
However, fibrin glue alone, followed by TGFβ3 treatment failed to undergo tissue integration or remodeling 
(Fig. 3a,d).

Avascular meniscus healing by a single application of CTGF-loaded fibrin glue mixed with 
TGFβ3-encapsulated PLGA µS. In consideration of preclinical translational modeling and eventual clini-
cal application of the timely controlled treatment of CTGF and TGFβ3 for avascular meniscus healing, we applied 
CTGF-loaded fibrin glue mixed with poly(lactic-co-glycolic acids) (PLGA) microspheres (µS) (50 ± 13 µm of 
dia.)-encapsulated with TGFβ3 in our meniscus explant model. TGFβ3 encapsulated in PLGA µS were prepared 
as per our established methods24,30. This approach enabled a single injection into meniscus injuries that provides 
short-term release of CTGF, followed by sustained release of TGFβ3 (Fig. 4). PLGA µS-encapsulating TGFβ3 
(2.5 µg per 250 mg PLGA) were prepared by the double-emulsion technique as per our prior work24,31. A total 
of 100 ng/mL CTGF was loaded in 50 µL of thrombin (50 U/mL) mixed with 10 mg of PLGA µS-encapsulating 
TGFβ3. Then, CTGF-loaded thrombin with TGFβ3-µS was co-injected with 50 mg/mL fibrinogen into incised 
meniscal tissues using FibriJet® dual-injector with a blending applicator. The explants were then cultured in 
media with 1:1 mixed fibrogenic and chondrogenic supplements following our existing protocol24. In vitro 
release study by ELISA showed that CTGF was completely released within 5 days and TGFβ3 was released over 
36 days (Fig. 4b). The meniscus explants harvested at 6 wks showed a fully integrated fibrocartilaginous heal-
ing when fibrin loaded with CTGF and TGFβ3-µS was applied (Fig. 5a,b). However, fibrin alone, fibrin with 
CTGF, and fibrin with TGFβ3 resulted in a poor integration or a remaining gap in the incised meniscus tissues 
(Fig. 5a,b). The ultimate pull-out strength and tensile modulus of the healed menisci by CTGF-loaded fibrin 
with TGFβ3-µS were significantly higher than fibrin alone, fibrin with CTGF, and fibrin with TGFβ3-µS groups 
(Fig. 5b). Similarly, glycosaminoglycans (GAG) and collagen contents of the healed meniscus by CTGF-loaded 
fibrin with TGFβ3-µS were significantly higher than fibrin alone, fibrin with CTGF, and fibrin with TGFβ3-µS 
groups (Fig. 5c). Modulus mapping with nanoindentation was performed to examine a spatial variance in the 
mechanical properties of healed meniscus (PIUMA™ nano-indenter; Optics11, Amsterdam, The Netherlands). 
Fibrin loaded with CTGF and TGFβ3-µS enhanced the continuity of indentation modulus (Ein), corresponding 
to that of native menisci (Fig. 6). These findings indicate that profibrogenic cue or chondrogenic cue alone is not 
sufficient to induce integrated healing of avascular meniscus tears, and the sequentially controlled formation of 

Figure 2. CTGF delivery via fibrin gel induced recruitment of syMSCs into meniscus defects at day 1 (a), 
followed by forming matrix by day 7 (b). HNA staining further showed the recruited syMSCs (c) in the 
intermediate fibrous tissues at 10 days, as confirmed by H&E and Masson’s Trichrome staining (d,c). With fibrin 
alone without CTGF, neither cell recruitment nor tissue integration was observed (f–h). Scale = 200 µm.
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intermediate fibrous integration followed by cartilaginous matrix remodeling is pivotal to guide integrative fibro-
cartilaginous meniscus healing.

In vivo healing of avascular meniscus defects by endogenous syMSCs. Upon confirming in vitro 
efficacy, we applied the CTGF-loaded fibrin with TGFβ3-µS for in vivo meniscus healing. Critical sized longitudi-
nal tears (5 mm) were surgically created in the inner 1/3 zone of skeletally mature NZW rabbits (n = 10 total) and 
then CTGF-loaded fibrin with TGFβ3-µS was applied. After 1 week, recruitment of CD44+/CD90+ syMSC-like 
cells27 into the meniscus tears was confirmed by immunofluorescence (Fig. 7a). The recruited CD44+/CD90+ 
syMSC-like cells underwent differentiation into proCOL-I+/proCOL-IIα+ fibrochondrocyte-like cells by 3 
weeks (Fig. 7b). At 6 weeks post-op, delivery of CTGF-loaded fibrin with TGFβ3-µS improved meniscus healing 
(Fig. 7d) in contrast to remaining gaps in control groups with fibrin alone (Fig. 7c). Control group tears treated 
with fibrin alone failed to integrate meniscal tissues (Fig. 7e). In contrast, the CTGF-loaded fibrin with TGFβ3-µS 
resulted in integrated healing of meniscus with picrosirius red (PR)+ and safranin O (Saf-O)+ staining fibrocar-
tilaginous tissue (Fig. 7f).

Discussion
Our findings suggest a novel and efficient strategy to induce healing of avascular meniscus tears by recruitment 
and step-wise differentiation of endogenous stem/progenitor cells. Short-term (<5 days) delivery of CTGF in 
fibrin glue successfully induced recruitment of syMSCs into surgically created defects and then formed inter-
mediate fibrous matrix integrating the incised meniscal tissues. Then, sustain-released TGFβ3 from PLGA µS 
over 6 weeks led to fibrocartilaginous healing of avascular meniscus tears with significantly improvements in 
biochemical and functional properties. Our second-generation approach using CTGF-loaded fibrin glue mixed 
with TGFβ3-µS enables controlled delivery of CTGF and TGFβ3 by a single injection, which may represent a 

Figure 3. Fibrocartilaginous healing of inner meniscus by sequential application of CTGF and TGFβ3 by 
syMSC recruitment after 6 wks. H&E (a–c) and Saf-O (d–f) staining showed integrated fibrocartilaginous 
healing of avascular meniscus tears by fibrin/CTGF followed by TGFβ3 (b,e) as compared to fibrin alone, 
followed by TGFβ3 (a,d). Dotted line indicates the healing zone. Native (c,f) indicates intact meniscal tissues at 
avascular zone. Scale = 200 µm.

Figure 4. Application of CTGF (100 ng/mL)-loaded fibrin glue mixed with PLGA µS-encapsulating TGFβ3 
(10 mg/1 mL) to the avascular meniscus healing model (a). In vitro release profile (b) shows the fast release of 
CTGF within 5 days and sustained release of TGFβ3 from PLGA µS.
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minimally invasive approach to induce meniscus healing in patients. In addition, the present study demonstrated 
the feasibility of an in situ tissue engineering approach for meniscus healing by endogenous stem/progenitor 
cells instead of transplantation of ex vivo cultured cells. Despite being a valid approach, cell transplantation has 
encountered crucial barriers in therapeutic translation, including immune rejection, pathogen transmission, 
potential tumorigenesis, issues associated with packaging, storage, and shipping, and difficulties in clinical adop-
tion and regulatory approval26,32. Thus, our in situ tissue engineering approach by endogenous stem/progenitor 
cells may hold realistic translational potential for treatment of avascular meniscus injuries by overcoming the 
limitations related to cell transplantation.

Similar to articular cartilage, the inner zone of meniscus will rarely heal, primarily due to lack of blood supply, 
immobility of resident cells, and limited matrix turnover33. Although various tissue engineering approaches using 
stem cells, growth factors, and/or physical stimulation showed potential to engineer tissue grafts to replace the 
injured/damaged meniscus, the functional integration between the engineered grafts and host tissues remains as 
one the most challenging goals5,13,24,34–36. Consistently, our data showed that TGFβ3 alone is not sufficient enough 
to induce an integrated healing of meniscus tears despite its eminent function in chondrogenic/fibrochondro-
genic differentiation of MSCs24,26,37. Thus, it is essential to incorporate a process to guide the tissue integration 

Figure 5. Avascular meniscus healing improved by CTGF-loaded fibrin glue mixed with PLGA µS-
encapsulating TGFβ3, while fibrin alone, fibrin with CTGF and fibrin with TGFβ3-µS failed to lead to 
integration of the torn meniscus tissues (a). Pull-out strengths and tensile moduli were significantly higher in 
the meniscus healed by CTGF-fibrin glue with TGFβ3-µS (b). GAG and total collagen contents from 500 µm-
width strip samples including the defect site were significantly higher with CTGF-fibrin glue with TGFβ3-µS 
(PR: Picrosirius Red, Saf-O: Safranin O/Fast Green, F: fibrin alone, F + C: fibrin + CTGF, F + T: fibrin + TGFβ3 
µS, F + C + T: fibrin + CTGF + TGFβ3 µS). n = 6 per group, *p < 0.05 compared to all other groups; #p < 0.05 
compared to F + C + T. Scale = 200 µm.

Figure 6. Indentation moduli (Ein) measured at every 20 µm distance from the defect site of meniscus explants 
(−100 to 100 µm in x-axis; −20 to +20 µm in y-axis). After 6 wks, Fibrin + CTGF and Fibrin + TGFβ3 show 
poor Ein in the healing regions. Fibrin + CTGF + TGFβ3 enhanced the continuity of Ein, corresponding to that 
of native menisci. Red arrow indicates the tear site. The different color bars show Ein at different positions on the 
distal-proximal axis (in parallel to direction incision) (Blue: 0 µm, Orange: 20 µm, and Gray: 40 µm).
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with tissue engineering of fibrocartilaginous tissues for functional meniscus healing. Previous studies applied 
collagenase or matrix metalloproteinase (MMP) combined with chondrogenic cues (e.g. TGFβ3) to improve inte-
gration of avascular meniscal tissues with engineered fibrocartilaginous tissues12,37,38. In this study, we achieved 
the integrative healing of avascular meniscus tears by applying a novel bioengineering approach based on menis-
cus development. Inspired by the notable phenotype transition of meniscus from a fibrous tissue to a regionally 
distributed fibrocartilaginous tissue in the process of development and maturation, we incorporated a treatment 
with a potent profibrogenic cue, CTGF, to engineer intermediate fibrous matrix prior to prolonged treatment with 
TGFβ3. In contrast to cartilaginous matrix, fibrous matrix is a default filler for tissue defects, providing a suitable 
biochemical and physical environment for cell migration/infiltration and tissue integration and remodeling39. 
Consistently, our data demonstrated induction of intermediate fibrous integration by CTGF in avascular menis-
cus healing, likely representing an efficient strategy to improve integration of avascular tissues such as meniscus, 
articular cartilage, and temporomandibular disc joint.

Despite promising in vitro and in vivo advances for avascular meniscus healing, our study has several limitations. 
First, only longitudinal meniscus tears were tested in our explant and in vivo models. The longitudinal tear is the 
most prevalent (~46%) among all the tear patterns in human patients (radial: ~7%, Flap: ~4.5%, complex: ~13%)6,40, 
and a longitudinal tear in human menisci over 10 mm in length is considered unstable and in need of repair to pre-
vent progression to a degenerative defect6. Thus, our 5-mm longitudinal tears in rabbit meniscus are considered a 
critical sized defect with clinical relevance. However, the longitudinal tear is mechanically more stable than the other 
types of tears. Thus, follow-up studies will investigate the efficacy of our in situ tissue engineering approaches for 
healing more challenging meniscus defects such as radial, flap, and complex tears6,40. Second, rabbits, despite being 
a valid animal model for meniscus healing, have limitations with respect to small joint size, use of clinical surgical 
techniques, and capabilities for functional outcome measurements41. Given the small tissue size and narrow healing 
zone in rabbit meniscus, the multi-scale mechanical tests performed in bovine meniscus explant were not applicable 
to rabbit tissues. Accordingly, a well-established large animal model (e.g. canine) will be adopted for follow-up stud-
ies to test the long-term in vivo efficacy of our in situ tissue engineering approach for avascular meniscus healing. 
Structural properties and functional restoration of meniscus associated with the load-bearing and joint function 
will be comprehensively investigated in the follow-up large animal studies. Third, our study lacked understanding 
of in vivo release kinetics of CTGF and TGFβ3 which is likely different from in vitro. Recent technical emergences 
have potential to label various materials with fluorescence dye or particles through various approaches including 
but not limited to chemical modification and physical encapsulation42,43. Our follow-up study will consider such 
labeling technique to perform imaging-based tracking of in vivo degradation and associated release of growth fac-
tors. Follow-up study will also address the potential participation of endogenous cell sources besides synovial cells. 
Lastly, fibrin gel, despite being an efficient experimental tool as a growth factor carrier, has poor mechanical stability, 
weak wet adhesion strength, and rapid degradation rate that may not be suitable for long-term in vivo application. 
Although fibrin gel was sufficient as a carrier for CTGF and TGFβ3-µS for meniscus healing in bovine explants and 
the rabbit model, advanced bio-adhesives44,45 with improved mechanical stability, adhesion strength, and injectabil-
ity will need to be considered for follow-up large animal studies.

In conclusion, our findings demonstrated the integrated fibrocartilaginous healing of avascular meniscus 
tears by a temporal regulation of stem cell recruitment, fibrogenic integration, and fibrocartilaginous matrix 
remodeling. These data serve as an important foundation for developing a regenerative therapy for avascular 
meniscus injuries. Delivering a consistent method for healing of avascular meniscus tears would improve out-
comes and reduce the incidence and severity of degenerative osteoarthritis in patients. Accordingly, our in situ 

Figure 7. Rabbit meniscus healing in vivo by application of fibrin-loaded with CTGF and TGFβ3 µS. By 1 wk 
post-op, the recruitment of CD44+/CD90+ cells into the surgically created meniscus tears was observed with 
delivery of CTGF and TGFβ3 µS in contrast to control (a) (arrow heads indicate remaining PLGA µS). The 
recruited CD44+/CD90+ cells undergo differentiation into proCOL-I+/proCOL-Iiα+ fibrochondrocyte-like cells 
by 3 wks (b) (HR: healing region). CTGF-loaded fibrin with TGFβ3 µS (C + T µS) successfully enhanced avascular 
meniscus healing (c,d) (Yellow arrows indicate the tear sites), supported by PR (e) and Saf-O staining (f). There 
were no noticeable damage on the articular surfaces both with the control (g) and C + T µS groups (h).
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tissue engineering approach using CTGF-loaded hydrogel with TGFβ3-µS holds significant promise for advanc-
ing healthcare for this large and growing problem.

Methods
Meniscus explant for avascular healing by syMSCs recruitment. A meniscus explant model was 
used to study in vitro healing of avascular meniscus tears. Menisci were isolated from skeletally mature (18–24 
months old) bovine knee joints from a local butcher shop. The isolated menisci were rinsed with 10X antibiotics 
(5 mins; 2 times), 1X antibiotics (5 mins; 2 times), and then washed in PBS. The inner third zone of menisci were 
cut and prepared as wedge-shaped tissue explants in a thickness of 2–3 mm. Then full-thickness longitudinal 
incisions was made in the middle of the inner third zone, and fibrin glue loaded with or without 100 ng/ml 
CTGF (BioVendor, Asheville, NC) was applied to glue the incised tissues. Briefly, 50 mg/mL fibrinogen (Sigma-
Aldrich, St. Louis, MO) and 50 U/mL thrombin (Sigma-Aldrich, St. Louis, MO) with or without CTGF were 
co-injected at a total volume of 50 µl in between the incised tissue surfaces using FibriJet® dual-injector with 
a blending applicator (Nordson Micromedics, Westlake, OH). Then the meniscus explants were placed on the 
monolayer cultured P2 - P3 human syMSCs, established from our previous work24. A mixture of 1:1 fibrogenic 
induction supplement (50 μg/mL ascorbic acids) and chondrogenic induction supplements (1% 1 × ITS + 1 solu-
tion, 100 μg/ml sodium pyruvate, 50 μg/ml L-ascorbic Acid 2-phosphate, 40 μg/ml L-proline, and 0.1 μM dexa-
methasone) were applied during the explant culture. By 10 days, recruitment of syMSCs and formation of fibrous 
matrix were analyzed using bright-field microscopy, immunofluorescence for human nucleus antigen (HNA), 
H&E and Masson’s Trichrome staining, as per our prior methods24,26,31,46. Then chondrogenic cue, TGFβ3 (R&D 
Systems, Minneapolis, MN), was applied at a concentration of 10 ng/mL for 6 wks. Fibrocartilaginous tissue inte-
gration was evaluated by H&E and Saf-O/Fast Green staining. GAG and collagen assays were performed with 500 
µm-thick tissue samples containing the healed region, as per our prior methods26,31,46.

CTGF-loaded fibrin gel with TGFβ3 encapsulated in PLGA microspheres. In order to apply a 
sequential release of CTGF and TGFβ3 via a single injection for in vivo application, we prepared fibrin gel loaded 
with CTGF and PLGA microspheres (µS)-encapsulating TGFβ3 (2.5 µg per 250 mg PLGA). PLGA (66,000-
107,000 Mw) with a PLA/PGA ratio of 75:25 was purchased from Sigma (St. Louis, MO). PLGA µS encapsulat-
ing recombinant human TGFβ3 were prepared by a modified double-emulsion technique24,47, a well-established 
control-delivery vehicle demonstrating preserved bioactivity of growth factors. Briefly, 500 mg PLGA was dis-
solved into 5 mL chloroform followed by adding 250 µL of diluted TGFβ3. This solution was then emulsified (pri-
mary emulsion) by ultrasonicating for 5 minutes to reduce the size of µS30. The primary emulsion (w/o) was then 
added to 10 mL 4% (w/v) PVA (poly vinyl alcohol) solution to form the second emulsion (w/o/w) by 2 minutes 
ultrasonication followed by 1 minute vortexing. This double emulsion solution was then added to 250 mL of 0.3% 
PVA solution followed by continuous stirring for 2 hours to evaporate the solvent. Finally, the microspheres (µS) 
were filtered, washed with DI water, resuspended in DI water and then lyophilized. For a measurement of release 
rates, CTGF-loaded fibrin gel with PLGA µS-encapsulating TGFβ3 were incubated at 37 °C with gentle agitation 
for 5 wks in PBS and 1% BSA for CTGF and TGFβ3, respectively. At selected time points, incubation media was 
collected and concentration of CTGF and TGFβ3 were measured using ELISA as per our previous works24,31. 
For application in explant meniscus healing model and in vivo meniscus tears, fibrinogen was co-injected with 
thrombin containing CTGF (100 ng/ml; final concentration) and PLGA µS encapsulating TGFβ3 (10 mg µS/ml; 
final dose) into the incision sites at a total volume of 50 µl and then allowed for gelation for 1–2 mins. The doses of 
CTGF and TGFβ3 were adopted from our pilot study (data not shown) and previous works24.

Tensile tests. Following a well-established testing protocol for meniscus explants19, samples for the pull-out 
tests were prepared using a cryotome as 500~600 µm in thickness and a width of 1 mm as per previous works48. 
Upon mounting with tensile jigs in an isotonic saline bath at RT, a 0.02-N tare load was applied to the samples 
and then the samples will be elongated at 10%/min until failure. From the force vs. elongation curve, the ultimate 
strength and tensile modulus were obtained. Briefly, the tensile modulus was calculated as the slope of stress 
(force/cross-sectional area) vs. strain (displacement/initial length), and the ultimate strength represent maximum 
load divided by cross-sectional area. All pull-out tests werer performed using Electroforce® BioDynamics® sys-
tem (Bose Corp., Eden Prairie, MN).

Modulus and friction mapping and surface congruency. Nanoindentation experiments was con-
ducted using a PIUMA™ nano-indenter (Optics11, Amsterdam, The Netherlands) with a probe of 1-μm with 
the sample loaded to a maximum force of 10 mN. All nanoindentation tests were carried out on unfixed and 
unstained tissue sections49. A series of indentations were performed to determine the indentation modulus (Ein) 
across a healed region at every 20 μm distance from the original defect site, using the embedded high-precision 
mobile X-Y stage.

In vivo model for avascular meniscus healing. All the animal procedures for inner meniscus healing 
followed a protocol approved by the Institutional Animal Care and Use Committee at Columbia University, car-
ried out in accordance with relevant guidelines and regulations. Skeletally mature NZW rabbits were used for the 
in vivo study (2.5–3.0 kg; n = 10; fibrin alone and fibrin/CTGF/TGFβ3-µS groups; two harvested at 1wk; two har-
vested at 3 wks; six animals harvested at 6 wks). Under general anesthesia, the bilateral knee joints were incised 
through the medial parapatellar approach. A vertical incision (about 5 mm long) along the longitudinal axis of 
the medial meniscus was made with a No. 12 knife in the avascular area of the anterior half of the meniscus. Then 
fibrin gel (20 µl) supplemented with 100 ng/ml CTGF and 10 mg/mL TGFβ3-µS was applied to the incised area. At 
1, 3, and 6 wks post-op, the animals were euthanized and meniscus tissues were harvested for analyses.
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Immunofluorescence. Following our prior methods31,50, immunofluorescence was performed to image tis-
sue sections using monoclonal antibodies and isotype-matched Alexa Fluor® secondary antibodies, with nucleus 
labeling with DAPI. All the tissue sections were made in 5-µm thickness and the antigen retrieval procedures 
were performed following the manufacturer’s protocols. Human nuclear antigen (HNA) (ab191181, Abcam, 
Cambridge, MA), CD44 (MA4400, Life Technologies, Grand Island, NY), CD90 (ab226, Abcam, Cambridge, 
MA), proCOL-I (C7510-11F, United States Biological, Salem, MA), and/or proCOL-IIα (ABIN1385152, 
Antibodies-Online) were co-labeled with multiple fluorescent secondary antibodies to track recruitment and 
differentiation of endogenous syMSCs. All images were acquired using an inverted fluorescence microscope 
(Olympus IX73, Waltham, MA).

Statistical analysis. For all the quantitative data, following confirmation of normal data distribution, 
one-way analysis of variance (ANOVA) with post-hoc Tukey HSD tests were used with p value of 0.05. Sample 
sizes for all quantitative data were determined by power analysis with one-way ANOVA using an a level of 0.05, 
power of 0.8, and effect size of 1.50 chosen to assess matrix synthesis, gene expressions, and mechanical properties 
in the regenerated meniscus tissues and controls upon verification of normal data distribution.

References
 1. Athanasiou, K. A. & Sanchez-Adams, J. Engineering the Knee Meniscus. (Morgan and Claypool Publishers, 2009).
 2. Cheung, H. S. Distribution of type I, II, III and V in the pepsin solubilized collagens in bovine menisci. Connective tissue research 16, 

343–356 (1987).
 3. Oral Health in America: A Report of the Surgeon General, Department of Health and Human Services (2000).
 4. Center for Disease Control and Prevention Report (2011).
 5. Baker, B. M. et al. Meniscus tissue engineering on the nanoscale: from basic principles to clinical application. J Knee Surg 22, 45–59 

(2009).
 6. Noyes, F. R. & Barber-Westin, S. D. Repair of complex and avascular meniscal tears and meniscal transplantation. The Journal of 

bone and joint surgery. American volume 92, 1012–1029 (2010).
 7. Jang, S. H., Ha, J. K., Lee, D. W. & Kim, J. G. Fibrin clot delivery system for meniscal repair. Knee surgery & related research 23, 

180–183 (2011).
 8. van Trommel, M. F., Simonian, P. T., Potter, H. G. & Wickiewicz, T. L. Arthroscopic meniscal repair with fibrin clot of complete 

radial tears of the lateral meniscus in the avascular zone. Arthroscopy: the journal of arthroscopic & related surgery: official publication 
of the Arthroscopy Association of North America and the International Arthroscopy Association 14, 360–365 (1998).

 9. Longo, U. G. et al. Biological strategies to enhance healing of the avascular area of the meniscus. Stem cells international 2012, 
528359 (2012).

 10. McNulty, A. L., Estes, B. T., Wilusz, R. E., Weinberg, J. B. & Guilak, F. Dynamic loading enhances integrative meniscal repair in the 
presence of interleukin-1. Osteoarthritis and cartilage / OARS, Osteoarthritis Research Society 18, 830–838 (2010).

 11. Dai, Z. et al. Repair of avascular meniscal injuries using juvenile meniscal fragments: an in vitro organ culture study. Journal of 
orthopaedic research: official publication of the Orthopaedic Research Society 31, 1514–1519 (2013).

 12. Qu, F. et al. Repair of dense connective tissues via biomaterial-mediated matrix reprogramming of the wound interface. Biomaterials 
39, 85–94 (2015).

 13. Baek, J. et al. Meniscal Tissue Engineering Using Aligned Collagen Fibrous Scaffolds: Comparison of Different Human Cell Sources. 
Tissue engineering. Part A (2017).

 14. Baek, J. et al. Repair of Avascular Meniscus Tears with Electrospun Collagen Scaffolds Seeded with Human Cells. Tissue engineering. 
Part A 22, 436–448 (2016).

 15. Bochynska, A. I., Hannink, G., Verhoeven, R., Grijpma, D. W. & Buma, P. Evaluation of novel biodegradable three-armed- and 
hyper-branched tissue adhesives in a meniscus explant model. Journal of biomedical materials research. Part A 105, 1405–1411 
(2017).

 16. Bochynska, A. I., Van Tienen, T. G., Hannink, G., Buma, P. & Grijpma, D. W. Development of biodegradable hyper-branched tissue 
adhesives for the repair of meniscus tears. Acta biomaterialia 32, 1–9 (2016).

 17. Wu, J. et al. An injectable extracellular matrix derived hydrogel for meniscus repair and regeneration. Acta biomaterialia 16, 49–59 
(2015).

 18. Kwak, H. S., Nam, J., Lee, J. H., Kim, H. J. & Yoo, J. J. Meniscal repair in vivo using human chondrocyte-seeded PLGA mesh scaffold 
pretreated with platelet-rich plasma. Journal of tissue engineering and regenerative medicine 11, 471–480 (2017).

 19. Duygulu, F. et al. Effects of intra-articular administration of autologous bone marrow aspirate on healing of full-thickness meniscal 
tear: an experimental study on sheep. Acta Orthop Traumatol Turc 46, 61–67 (2012).

 20. Horie, M. et al. Implantation of allogenic synovial stem cells promotes meniscal regeneration in a rabbit meniscal defect model. The 
Journal of bone and joint surgery. American volume 94, 701–712 (2012).

 21. Horie, M. et al. Intra-articular Injected synovial stem cells differentiate into meniscal cells directly and promote meniscal 
regeneration without mobilization to distant organs in rat massive meniscal defect. Stem cells 27, 878–887 (2009).

 22. Nakagawa, Y. et al. Synovial mesenchymal stem cells promote healing after meniscal repair in microminipigs. Osteoarthritis and 
cartilage / OARS, Osteoarthritis Research Society (2015).

 23. Zellner, J. et al. Role of mesenchymal stem cells in tissue engineering of meniscus. Journal of biomedical materials research. Part A 
94, 1150–1161 (2010).

 24. Lee, C. H. et al. Protein-releasing polymeric scaffolds induce fibrochondrocytic differentiation of endogenous cells for knee 
meniscus regeneration in sheep. Science translational medicine 6, 266ra171 (2014).

 25. Pazin, D. E., Gamer, L. W., Capelo, L. P., Cox, K. A. & Rosen, V. Gene signature of the embryonic meniscus. Journal of orthopaedic 
research: official publication of the Orthopaedic Research Society 32, 46–53 (2014).

 26. Lee, C. H. et al. Regeneration of articular surface of synovial joint by cell homing. The Lancet 376, 440–448 (2010).
 27. Lee, D. H. et al. Synovial fluid CD34(−) CD44(+) CD90(+) mesenchymal stem cell levels are associated with the severity of primary 

knee osteoarthritis. Osteoarthritis and cartilage / OARS, Osteoarthritis Research Society 20, 106–109 (2012).
 28. Lakin, B. A. et al. Contrast enhanced CT attenuation correlates with the GAG content of bovine meniscus. Journal of orthopaedic 

research: official publication of the Orthopaedic Research Society 31, 1765–1771 (2013).
 29. Pauli, C. et al. Macroscopic and histopathologic analysis of human knee menisci in aging and osteoarthritis. Osteoarthritis and 

cartilage / OARS, Osteoarthritis Research Society 19, 1132–1141 (2011).
 30. Tarafder, S. et al. Micro-precise spatiotemporal delivery system embedded in 3D printing for complex tissue regeneration. 

Biofabrication 8, 025003 (2016).
 31. Lee, C. H., Shah, B., Moioli, E. K. & Mao, J. J. CTGF directs fibroblast differentiation from human mesenchymal stem/stromal cells 

and defines connective tissue healing in a rodent injury model. The Journal of clinical investigation 120, 3340–3349 (2010).



www.nature.com/scientificreports/

9ScienTific REPORTS |  (2018) 8:8150  | DOI:10.1038/s41598-018-26545-8

 32. Chen, F. M., Wu, L. A., Zhang, M., Zhang, R. & Sun, H. H. Homing of endogenous stem/progenitor cells for in situ tissue 
regeneration: Promises, strategies, and translational perspectives. Biomaterials 32, 3189–3209 (2011).

 33. Fuller, E. S., Smith, M. M., Little, C. B. & Melrose, J. Zonal differences in meniscus matrix turnover and cytokine response. 
Osteoarthritis and cartilage / OARS, Osteoarthritis Research Society 20, 49–59 (2012).

 34. Baker, B. M., Nathan, A. S., Huffman, G. R. & Mauck, R. L. Tissue engineering with meniscus cells derived from surgical debris. 
Osteoarthritis and cartilage / OARS, Osteoarthritis Research Society 17, 336–345 (2009).

 35. Buma, P., Ramrattan, N. N., van Tienen, T. G. & Veth, R. P. Tissue engineering of the meniscus. Biomaterials 25, 1523–1532 (2004).
 36. Kon, E. et al. Tissue engineering for total meniscal substitution: animal study in sheep model–results at 12 months. Tissue 

engineering. Part A 18, 1573–1582 (2012).
 37. Ionescu, L. C., Lee, G. C., Huang, K. L. & Mauck, R. L. Growth factor supplementation improves native and engineered meniscus 

repair in vitro. Acta biomaterialia 8, 3687–3694 (2012).
 38. Mauck, R. L. & Burdick, J. A. From repair to regeneration: biomaterials to reprogram the meniscus wound microenvironment. 

Annals of biomedical engineering 43, 529–542 (2015).
 39. Xue, M. & Jackson, C. J. Extracellular Matrix Reorganization During Wound Healing and Its Impact on Abnormal Scarring. 

Advances in wound care 4, 119–136 (2015).
 40. Rubman, M. H., Noyes, F. R. & Barber-Westin, S. D. Arthroscopic repair of meniscal tears that extend into the avascular zone. A 

review of 198 single and complex tears. The American journal of sports medicine 26, 87–95 (1998).
 41. Deponti, D., Di Giancamillo, A., Scotti, C., Peretti, G. M. & Martin, I. Animal models for meniscus repair and regeneration. Journal 

of tissue engineering and regenerative medicine 9, 512–527 (2015).
 42. Diao, H. J., Wang, K., Long, H. Y., Wang, M. & Chew, S. Y. Highly Fluorescent and Photostable Polymeric Nanofibers as Scaffolds for 

Cell Interfacing and Long-Term Tracking. Advanced healthcare materials 5, 529–533 (2016).
 43. Yang, T. et al. Surface-engineered quantum dots/electrospun nanofibers as a networked fluorescence aptasensing platform toward 

biomarkers. Nanoscale 9, 17020–17028 (2017).
 44. Guo, J. et al. Click chemistry improved wet adhesion strength of mussel-inspired citrate-based antimicrobial bioadhesives. 

Biomaterials 112, 275–286 (2016).
 45. Gyawali, D. et al. Citric acid-derived in situ crosslinkable biodegradable polymers for cell delivery. Biomaterials 31, 9092–9105 

(2010).
 46. Lee, C. H. et al. Harnessing endogenous stem/progenitor cells for tendon regeneration. The Journal of clinical investigation 125, 

2690–2701 (2015).
 47. Lee, C. H., Marion, N. W., Hollister, S. & Mao, J. J. Tissue formation and vascularization in anatomically shaped human joint condyle 

ectopically in vivo. Tissue engineering. Part A 15, 3923–3930 (2009).
 48. Kalpakci, K. N., Willard, V. P., Wong, M. E. & Athanasiou, K. A. An interspecies comparison of the temporomandibular joint disc. 

Journal of dental research 90, 193–198 (2011).
 49. Akhtar, R. et al. Nanoindentation of histological specimens: Mapping the elastic properties of soft tissues. Journal of materials 

research 24, 638–646 (2009).
 50. Yang, R. et al. Clones of Ectopic Stem Cells in the Regeneration of Muscle Defects in Vivo. PLoS ONE In press (2010).

Acknowledgements
We thank R. Tsu for administrative assistant. This study is supported by NIH/NIAMS Grant 1R01 AR071316-
01A1 to C.H.L.

Author Contributions
S.T. was responsible for the primary technical undertaking and conducted the experiments. J.G. and K.H.S. 
assisted in vitro tissue culture experiments and histological analyses. J.Y. contributed to the study design for 
hydrogel application. J.C. contributed to the in vivo study design and undertaking. C.H.L. is responsible for the 
study design, data analysis and interpretation, and manuscript preparation. All the authors edited the manuscript.

Additional Information
Competing Interests: The authors declare no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2018

http://creativecommons.org/licenses/by/4.0/

	Engineered Healing of Avascular Meniscus Tears by Stem Cell Recruitment

	Results

	Sequential application of CTGF and TGFβ3 to guide meniscus healing by regulating recruitment of syMSCs and step-wise fibroc ...
	Avascular meniscus healing by a single application of CTGF-loaded fibrin glue mixed with TGFβ3-encapsulated PLGA µS. 
	In vivo healing of avascular meniscus defects by endogenous syMSCs. 

	Discussion

	Methods

	Meniscus explant for avascular healing by syMSCs recruitment. 
	CTGF-loaded fibrin gel with TGFβ3 encapsulated in PLGA microspheres. 
	Tensile tests. 
	Modulus and friction mapping and surface congruency. 
	In vivo model for avascular meniscus healing. 
	Immunofluorescence. 
	Statistical analysis. 

	Acknowledgements

	Figure 1 The novel strategy to induce seamless healing of inner meniscus tears by stem cell recruitment, followed by formation of intermediate fibrous integration and cartilaginous remodeling.
	Figure 2 CTGF delivery via fibrin gel induced recruitment of syMSCs into meniscus defects at day 1 (a), followed by forming matrix by day 7 (b).
	Figure 3 Fibrocartilaginous healing of inner meniscus by sequential application of CTGF and TGFβ3 by syMSC recruitment after 6 wks.
	Figure 4 Application of CTGF (100 ng/mL)-loaded fibrin glue mixed with PLGA µS-encapsulating TGFβ3 (10 mg/1 mL) to the avascular meniscus healing model (a).
	Figure 5 Avascular meniscus healing improved by CTGF-loaded fibrin glue mixed with PLGA µS-encapsulating TGFβ3, while fibrin alone, fibrin with CTGF and fibrin with TGFβ3-µS failed to lead to integration of the torn meniscus tissues (a).
	Figure 6 Indentation moduli (Ein) measured at every 20 µm distance from the defect site of meniscus explants (−100 to 100 µm in x-axis −20 to +20 µm in y-axis).
	Figure 7 Rabbit meniscus healing in vivo by application of fibrin-loaded with CTGF and TGFβ3 µS.




