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(Sigma), 10_4 M L-ascorbic acid phosphate magnesium salt n-hydrate (Wako Chemical, Japan)& ¥ &3} Hf
A& AMESITE. wlEH Al AE = 3k FHoll viAE wEete] AT EAlEtE 52 AXEE A AT
(3) EEE Ad=AE] AduleF

’}7] alpha-MEM= 7|Hto2 3t ujA|olA wjst AdE7] ASHET §3(confluent) “FEle] o]2W PBSZ
T H AF 3 5 IxEHA/EDTA (Life Technologies)E 10~156% &<t A8 sle] vjdFg Al Ao Boj9d= AEE
o wola ZA] 1,200 RPYO] 1 QAR ST 100mm HFHA ST 5310709 AEZ HEak] vt
19 e wge ) AT Ak sl

S8k Aol YERd vhel o], oA A FEF -2 wlX(20% FBS)Ol A Hjkg A
ol Wil AxEIFEe] -Fsiglon, AT Esiu Aol wl s} Zﬁfﬁ}e = 23, o
of Wl =A FAHZ IS AT F °]
transplant) Z¥} wWe] 3 E FHHste A4

O
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i
Z

¥E AAle] 2.(3)ell 71s=d BHor Ad wEFAl Azt s
dojp=A9] oA¥-5 E1sl7] $lste] AUlg7hA] alpha-MEM 71¥F wvjx]o] A )
An| 7 (inverted microscope)S ©]&3sle] #@stm 1 AFE &5 YeERATH. H

7°T AEXC) S SAZAECC)E Aol E(fibroblast) et A A3 e AE7 E3HE 9]
AL, ANWZAA AE Fejol] SlojA 2 WEE Holx gttt AN d& A=AXEUNOE T35
BFs yepda, oy st Fejrt AlgeztA Wel glo] fAE = AS Elssitt.
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HAE7] Fd dEAHAE, SAF BE 7Y dEAE, 5dF24 F9 A2y F2Y AdeES vusty] 9
st 91 AAldel et AAEY] dZAXE AFAYHET 22 Yo S 3d dExAY 5d3x4 4
AAE7] AF2ZFo2RY AZAEE Zzt do, 1x10 ¥ Mol AEE 25T Zef~ze] HES

alpha-MEMS 7|dte2 3}= wleF ¥iA] (supplemented with 2 mM L-Glutamate, 10° M Dexamethason, 10
Ascorbic acid)olA 122 ola} wjeksleith. Z=U7l 4% 257 Zehaals 49 FeraEdds=s 1
dEnte] &3 FHAoR AN F FfAv|FoR 507] o] AMrE FAd FRUTE ﬂT4ﬁ:1€ﬂ
% 6ol YERHAT

ﬂ&
w40 = o

AAE7] Fd dEAEE SE B 27 fd dFAE BlE 3 F2Y AT E B

(3) ME F2% ol

s B 24 FU ASHE, SASZHoZHE A& AFMEe AdE] FH dSFAxe] AL T
B EvAciS ol

Z+ AFAEE HE F F(confluency)ol =E38tFS w 2+ Ath FANA AEFE AGste] =70 YRR
o oE AE AFH L wjke A7) AAdd A ES A&ET

I Ay, AAEY] fd dSAE7 #AdAZoY 542 SHE AERY 9 2o 23 A8 F
AE AEF, 2 S o] 45 wSS FdeleN.

(4) MA Aol WE AE S5 HI
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T oAs, A4E7 U ABAES Fael SATEEE de Axe) Faut 95 £ee Slsd(E
81, 22U W45 oA $4Ee Belssdth(Es). O, ow AN Bae AaEs G QA
2Ry A5l 592 f9 ABAERY Bgen), we AMA Be@ 4387 fo A3Axe T2y
BRSE ofR AAA RAE Aeunt AFeA woh, HE AANAE ReF A3 fd ABAEA 5
AT fo ABAE Aeurh o S5 22U A4EE HEIE FAseld

2. AE #35 3l

(1) AYAMEZ] H3ls 9l

A7) ARSI AL A 1.5x10 < 6-9 SelolEe] HEF T 37°C, 5% 0,004 s wjkalgin. 2%

5 WiAE AASkaL PBSE AAE F 10% FBS, 10pg/ml S1&®(Sigma, Insulin), 100nM EAF# ERE(Sigma,
Dexamethason), 0.2 mM SI:=w|EF2AI(Sigma, Indomethacin), 0.5 mM 3-o]AYF-E-1-weEdelo] ¥y

F3222 W3 Ay o]z wlA| (high glucose Dulbecco’ s modified Eagle’ s medium) A4S

vl A] (adipogenic induction media)olA] 3¥ F<oF wiekdl 3 10% FBS, 10pg/ml Q&Ho] ke AW
v} 2] (adipogenic maintenance media)E 2¢Y &<t AH3IGTh. 6-4 EHo)EA 1543 &
EIELUS|EE o83ty AT, 14 E "1]42 PBSE AH&3ete] 54 33 AlAH 5 0.18% 2 ¥
NS o] &ste] 153 AASAY. 1567 A £ 60% olarEd dFEE

2 ths #lE~ st AW (Harris hematoxylin) &HS o] &3te] 2 E7F MGt
E(tap water)® Z=F5(Distilled Water) S o]-&3}o] A3},

1

A¥E =9A0 eI

3019—“#

A7 ARSI REE Qe ATAE 510 = 15m Ei%%%ﬂ@ﬂgz1m4amMMmﬁ7] o7 3=
EE Aol FE AL F 600gR 5wt dAlEEletaltt. dAEe s AEE 37T, 5% COA SR wj el

3
t}. ®iA|E A AL 1% FBS, 50pg/ml of~FZEW|o]E 2-¢14F (ascorbate 2-phosphate), 40ug/ml ZTEH,
ITS+, 10ng/ml TGF-B3 (transforming growth factor 33), 200ng/ml BMP-1 (bone morphogenic protein-2)7}

23E 3k 2532~ EWEZ HE o= WA (high glucose Dulbecco’ s modified Eagle’ s medium)”7} 223t
H A=3dA % viA(chondrogenic induction media; &=FEsH]A]) ImlZ w sl wix= dFdel AW

mRAAT. 3%, 657 ATYY K= wANA LokE AEF 46 AGEELUN G olgate] wHSL,

23" AxE  dg® Ao (paraffin  section)d¥ F  Ad@(xylene) S  o]gste  HutA)
(deparaffinization)s}ith.

3 Fo npolAZE gulEdd(Weigert’ s hematoxylin)g o]&3te] 5E7F 3 dAlste] 1, SHFE o83}
o 103 A 108 §F 1% HCl 23 70% ¥ 898 o] 83te] rinse ¥ 0.02% 4 =|2E I
(aqueous fast green)© 2 5 E7F M FTt. PAE T G T 1% ol EACR AHBAL, 0.1% A AMZ
2} O(aqueous safranin 0)Z o]&3&}e] 5 7+ Mk, AZebd 0 S & 70%, 80%, 90%, 100% L=<
of Hd|= 2-33] @itk Wl & Ao Yol we® (mounting) dFATh. 1 AxE =9Bo YERNATE.

T9Bd UERG Ade} o], HAAZEY] MEE AZESIA 5 EFXRI GAGE EIsE
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3. Al olel ol@ 24 @A He)
(1) 2h§-2 ol4 49

RS U SR S7IAEBNSO S AEEVI 25 BeEE ASAEE ol&ste] AW =AFAE 4TS
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A. The human rib cage. B. Lateral border of sternum
(Figures fram Gray's Anatomy : The Anatomical Basis of Medicine and Surgery (British Edition. 38th Ed) (Hardcover))
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6 weeks after Subcutaneous transplantation with HA/TCP
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Autologous Chondrocyte Transplantation

Left Leg RightLeg
full-thickness wound/  full-thickness wound/
no transplant sheet cell transplant

Transplant

3 weeks

Wound size : Smm

. *‘_ R |

Full-thickness wound/ sheet No wound Full-thickness wound/ No
cell transplant control transplant
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