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AEZe] EgE two-step collagenase perfusion HH(4)E Al&5A o
180-200g A =2 S.D. rats AF&353ch. ®2l® A EE trypan blue dye
exclusion ¥3® 3 hemacytometer® A} &3o] HEZ Fxe HEEZE ZHSY
o BE 2~3x10°7 HE9 AE7} dojAn 85% oo HEEE et

A ZEe EFuLFS 9 vAZAEZEE QA IF AHFobH E(human dermal
fibroblast, H-fib), ¥ A& W3 *E (rat prostate endothelial cells, RPEn) %
7 ¢ A3 A E (rat liver epitheilial cells, RLEp)E AF&35}91th.
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SmLE ¥e ¥ ZAZe vAFAAHMEE 2x10cells/mL2 ¥75t%th Well plates
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HAZAAZ7 FAES} Zo] $HE do7eA e st de] HHE &Y
ANE 2o mEE tl4d plating o2 #Flssiow, EFFHAL xR
hematoxilin-eosin (HE) staining, A #t&v]7, 91

FAE EF FAA9 715 e #FUsY] fst FZuol AAE R EFT &7

M =8 o W E B4 FPsAch

W Ee
2o =W ool BES W4T DAL FAAE A% A3} RPEnS Uy e

AR A E FAANA o] EA

T2 FAsATHFigure 1). F, EPEne 7HA Eole] Ri53o] =rie A& &

Figure 1. Light microscopic pictures of hepatocyte aggregates pure (A) and

co-cultured with RPEn (B), H-fib (C) and RLEp (D) plated on collagen coated

— 464 —



dishes. The aggregates were flattened for 1 days. Percentages labeled in the
bottom of each pictures are the incorporation efficiency (counting 100 spheroids)

of NPCs to hepatocytes.

z7 ZHAab 23 Wy AlEQ] RPEnS 749 E9d A=z M EQ H-fib.e=
TgA el HE l AR AE AT ol AIES in vivool A2l SAo] 1
2 Hkd e 7 AZ+ g}k Figure 2% laminino] i3k "Hg g Alzleoz A 2
A = ‘l’P frAFSHAl ZHAlE 2} W A= AlE ZAANA laminine] A EHo] S
L & = gluth
b
@ , !
.
‘i: >
i
; %

w— 100

Figure 2. Immunostained hepatocyte spheroids against laminin. Liver tissue (A)

and hepatocyte hetero-spheroids of RPEn (B), H-fib (C) and RLEp (D).
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(Laminin : brown color)

Albumin, laminin, collagen type IV 5ol gt ©e A4 ZA=Z Table 19 g
3t2ict. RPEn®t Zo] dAsl 7 E F4Ae 24 txzzeA velvte 3T &
ARGt 23 2 A E8H 5EAS JERRATH

Table 1. Summery of histological results.

Hepatocyte Collagen Laminin MT staining Albumin

marker type IV antibody
antibody
Liver O O O X O
Pure spheroids Q X X X @)
RPEn hetero- B, A () X O
spheroids
H-fib. hetero- A A Fa\ O @
spheroids
RLEp hetero- @) X X X O
spheroids

F4AY H-fib. £ FAA 2ok 84 & 929 Rugs 377 FAsSHS
o gEiol AAEE RPEn 2 H-fib. €8 7247 €5 WAE T4 2o A

Agol vmH HA F2 =LA
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Figure 3. Liver specific functions of pure and co-cultured hepatices aggregates
immobilized in Ca-alginate gel.

(A: albumin secretion rate, B: ammonia removal activity.)
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