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F1G. 2

(1) Switched to osteoblast differentiation-inducing culture medium at
80% to 90% confluence and cultured for 2, 4, 6 days

U

Detached after 2 days
reseeded in following

(A) IMDM

(B) CM+ IMDM

(C) CPPs+ IMDM

(D) Osteoblast
differentiation

Detached after 4 days
reseeded in following

(A) IMDM

(B) CM+ IMDM

(G) CPPs + IMDM

(D) Osteoblast
differentiation

Detached after 6 days
reseeded in following

(A) IMDM

(B) CM+ IMDM

(C) CPPs+ IMDM

(D) Osteoblast
differentiation

culture and
culture media

Culture . >

culture and
culture media

Culture C— >

culture and
culture media

Culture >

Osteoblast differentiation:
Osteoblast differentiation—-inducing culture medium (positive control)

Extracted and |ight absorbance
measured after staining with
Alizarin Red

After | After
5 days|8 days
0.02310.014
0.039 | 0.028
0.05110.078
0.688 | 1.943

After | After
4 days|8 days
0.035 | 0.007
0.025 | 0.002
0.035 1 0.039
1.035 | 2. 388

After | After | After
1 days|3 days|8 days

0.043 | 0.043 | 0.034

0.045 | 0.059 | 0.022

0.074 [ 0.079 p0. 133

0.092 [ 0.416 ] 3. 325
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FIG. 3

(2) Switched to IMDM at 80% to 90% confluence, switched to
osteoblast differentiation—-inducing culture medium 2 days later at
100% confluence, and cultured for 2, 4, 6 days

U

Detached after 2 days
reseeded in following

(A) IMDM

(B) CM+ IMDM

(C) CPPs+ IMDM

(D) Osteoblast
differentiation

Detached after 4 days
reseeded in following

(A) IMDM

(B) CM+ IMDM

(G) CPPs + IMDM

(D) Osteoblast
differentiation

Detached after 6 days
reseeded in following

(A) IMDM

(B) CM+ IMDM

(C) CPPs+ IMDM

(D) Osteoblast
differentiation

culture and
culture media

Culture >

culture and
culture media

Culture C— >

culture and
culture media

Culture >

Osteoblast differentiation:
Osteoblast differentiation—-inducing culture medium (positive control)

Extracted and |ight absorbance
measured after staining with
Alizarin Red

After | After | After
1 days|4 days|8 days

0.011{0.019]0.010

0.022 [ 0.022 ] 0.015

0.024 | 0.050 | 0.024

0.155 [ 1.861 ] 2.399

After | After
3 days|8 days
0.068 | 0.024
0.049 | 0. 027
0.060 | 0. 058
0.314 | 3.088

After | After | After
1 days|3 days|8 days

0.030 | 0.051 ] 0.025

0.047 [ 0.032 ] 0.045

0.031{0.039]0.079

0.098 [ 0.275] 2. 876
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F1G. 4

(3) Switched to osteoblast differentiation—-inducing culture medium at
100% confluence, and cultured for 2, 4, 6 days

J\]7 Extracted and |ight absorbance

measured after staining with

Detached after 2 days culture and Alizarin Red
reseeded in following culture media After | After
(A) IMDM 4 days|8 days
(B) CM+ IMDM 0.019 1 0.013
(C) CPPs+ IMDM Culture [Zij:>> 0.023 | 0. 027
(D) Osteoblast 0.038 0. 126
differentiation 1.247 ] 2.818
Detached after 4 days culture and

reseeded in following culture media After | After | After
(A) IMDM 1 days|4 days|8 days
(B) CM+ IMDM 0.02110.024 | 0.031
(C) GPPs -+ IMDM Culture [ZZZ:>> 0.019 1 0.026 | 0.033
(D) Osteoblast 0.028 | 0.039 p0. 245
differentiation 0.168 1 0.892 | 2.478
Detached after 6 days culture and

reseeded in following culture media After | After
(A) IMDM 3 days|8 days
(B) CM+ IMDM 0.023 | 0. 009
(C) CPPs—+ IMDM Culture [Zij:>> 0.036 | 0.018
(D) Osteoblast 0. 11040. 310
differentiation 0.201 | 2.030

Osteoblast differentiation:
Osteoblast differentiation—-inducing culture medium (positive control)
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FIG. 5

(4) 2 days hyperproliferation from 100% confluence and
then switched to osteoblast differentiation—inducing culture medium and
cultured for 2, 4, 6 days

V[]7 Extracted and |ight absorbance

measured after staining with

Detached after 2 days culture and Alizarin Red
reseeded in following culture media After | After
(A) IMDM 4 days|8 days
(B) CM+ IMDM 0.028 | 0.025
(C) GPPs -+ IMDM Culture [ZZZ:>> 0.016 | 0. 008
(D) Osteoblast 0.034 | 0. 055
differentiation 1.260 | 2. 566
Detached after 4 days culture and

reseeded in following culture media After | After | After
(A) IMDM 3 days|6 days|8 days
(B) CM+ IMDM 0.010]0.012 | 0.012
(C) CPPs—+ IMDM Culture [ZZZ:>> 0.016 |1 0.009 | 0.015
(D) Osteoblast 0.036 0. 12770. 207
differentiation 0.33312.213 | 2.218
Detached after 6 days culture and

reseeded in following culture media After | After | After
(A) IMDM 1 days|3 days|8 days
(B) CM+ IMDM 0.015]0.020 | 0. 011
(C) GPPs+ IMDM Culture [ZZZ:>> 0.016 | 0.041 | 0. 365
(D) Osteoblast 0.24370.3474.1. 748
differentiation 0.091]10.778 | 2.628

Osteoblast differentiation:
Osteoblast differentiation—-inducing culture medium (positive control)
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7.7

Mass (kDa) (a) b)  (c) (d) (@ G (o) (d)

(a) Marker
(b) Type I atelocol lagen

(¢c) CPPs composition 1
(d) CPPs composition 2



