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Figu re  1 .  Bioch e m ica l m a rke rs  du rin g  os te oge n ic d iffe re n t ia t ion  of MG6 3  ce lls .  Ce lls  we re  cu ltu re d  in  
DMEM/ F1 2 (con t ro l,  wh ite  ba r)  or in  OM (g re y ba r)  for 2 8  da ys .  At  d iffe re n t  t im e  poin ts  (1 ,  3 ,  7 ,  1 4 ,  21, 28)  

ce lls  we re  tes te d  for ALP a ct iv ity (A) ,  os te oca lcin leve ls  (B)  a nd  m a trix m ine ra liza t ion  by Aliza rin  red  (C) .  
Th e  qu a n t ifica t ion  of Aliza rin  re d  s ta in in g wa s  done  spect rophotom e t rica lly a n d reporte d in  the  g ra ph  u nde r 
th e  pa n e l.  To ve rify if th e  cha n ge s  obse rved  in  OM were  du e  to  diffe re n ce s  in  ce ll n um be r,  ce ll pro life ra t ion  

wa s eva lu a ted  both in  con t ro l a n d in  OM t rea te d  ce lls  (D) .  *S ta t is t ica l s ign ifica nce  ve rsus  con t rol,  at  th e  
corre spond in g  t im e  po in t .   

13 0x9 6m m  (3 0 0  x 30 0  DPI)   
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Figure  2 .  Expre ss ion  of os teogen ic t ra n scrip t ion  factors  Run x2  (A) ,  Dlx5  (B) ,  Oste rix (C)  a nd  e xpre ss ion  of 
co lla ge ne  type  I  (D)  in  MG 63  a t  d iffe re n t  t im es  during  os teoge nic d iffe re n t ia t ion .  Ce lls  we re  cu ltu red in  

DMEM/ F12  (cont ro l,  wh ite  ba r)  or in  OM (grey ba r)  for 28  da ys .  *S ta t is t ica l s ign ifica nce  ve rsus  con t rol,  a t  
t he  corre spond in g  t im e  poin t .   
12 1x8 3m m  (3 0 0  x 30 0  DPI)   
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Figure  3 .  Expre ss ion  of Notch  rece p tors  a n d  n ucle a r ta rge t  gene s  in  MG6 3 a t  d iffe re n t  t im es  du rin g  
os teogen ic d iffe re n t ia t ion .  Ce lls  we re  cu ltu re d  in  DMEM/ F12  (cont rol,  wh ite  ba r)  or in  OM (g re y ba r)  for 2 8  
da ys .  (A)  Notch1  recep tor;  (B)  Notch 2  rece p tor;  (C) Notch 3  receptor;  (D)  Notch4  rece p tor;  (E)  He y1 ;  (F)  

Hes5 . * S ta t is t ica l s ign ifica n ce  ve rsus  con t ro l,  a t  the  corre spond in g t im e  poin t .   
1 8 2x1 88 m m  (30 0  x 3 00  DPI)   
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Figure  4 .  Effe cts  of DAPT t rea tm en t  on  os te oge n ic bioch em ica l m a rke rs  a nd  ce ll p rolife ra t ion  in  MG63  at  
d iffe ren t  t im e s  dur in g os te oge n ic d iffe re n t ia t ion .  Ce lls  we re  cu ltu re d  in  OM (g rey ba r)  or in  OM+ DAPT (black 

ba r)  for 2 8  da ys .  The  p resen ce  of DAPT in  OM re duced  ALP a ct ivity (A) ,  os te oca lcin  le ve ls  (B)  a n d m a trix 
m in era liza t ion ,  qu a nt ified  sp ect rophotom e t rica lly th roug h  the  d isso lu t ion  of Aliza rin  re d  s ta in ing (C).  DAPT 
d id  not  in flu e nce  ce ll pro life ra t ion  (D) .  °S ta t is t ica l s ign ifica n ce  versu s  OM,  a t  th e  corre spon d in g t im e  po in t .   

12 3x8 5m m  (3 0 0  x 30 0  DPI)   
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Figure 5. Effects of DAPT t reatm ent  on osteogenic t ranscript ion factors Runx2 (A) , Dlx5 (B) , Osterix (C)  and 
on  colla ge ne  type  I  (D)  in  MG6 3 a t  d iffe re n t  t im e s du rin g os te oge n ic d iffe ren t ia t ion .  Ce lls  we re  cu lture d in  

OM (g re y ba r)  or in  OM+ DAPT (b la ck ba r)  for 2 8  da ys. °S ta t is t ica l s ign ifica nce  ve rsus  OM, a t  th e  
corre spond in g  t im e  po in t .   

12 1x8 2m m  (3 0 0  x 30 0  DPI)   
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Figure  6 .  Effects  of DAPT t rea tm e nt  on  He y1  in  MG6 3 a t  d iffe re nt  t im e s  du r in g  os teogen ic d iffe re n t ia t ion .  
Ce lls  we re  cu ltu red in  OM (g re y ba r)  or in  OM+ DAPT (b la ck ba r)  for 28  da ys . DAPT s ign ifica n t ly in h ib ite d 

He y1  expre ss ion  a t  a ll d iffe re n t ia t ion  t im e s  inve s tiga te d.   °S ta t is t ica l s ign ifica n ce  ve rsu s  OM,  a t  the  
corre spond in g  t im e  po in t .   

5 7x3 9m m  (3 00  x 3 0 0  DPI)   
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Figure 7. Effects of DAPT t reatment on Notch receptors in MG63 at  day 21 during osteogenic different iat ion. 
MG63  we re  cu ltu red in  OM a n d in  OM+ DAPT (OM+ D) u nt il da y 21 .  Ce ll lysa te s  we re  e lect rophore se d a n d 
im m u n ob lot te d  with  a n t ibody for Notch 1 ,  Notch 2,  Notch3 ,  Notch 4 .  β -a ct in  a n t ibody wa s  u se d to en sure  

equ a l loa ding .  Th e  pa n e l sh ows ,  for e a ch  Notch  re cep tor,  th e  fu ll-length (FL)  precursor, t he t ransmem brane 
(TM)  a n d/ or in t ra ce llu la r ( IC)  fra gm ent .  Ext racellular t runcat ion cleavage fragm ents were present for Notch2 

(N2 EXT) ,  a nd  for Notch3  (N3 EXT) ,  a s  describe d in  the  Re su lts  sect ion .   
1 0 0x1 20 m m  (60 0  x 6 00  DPI)   
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