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Development of a Discontinuous Percoll Gradient Centr if ugation
Processfor Taste bud Cells Purification
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Abgtract :In this manuscript , the taste bud cell s of fungiform papillae of ICR mice were select as
research model and Percoll gradient centrif ugation was used as purify method. The methods of
trypan blue staining and immunohi stochemistry staining were performed to compare the viability
and purity of taste bud cells of before and after purification respectively. Taste bud cells were
further identified by transmisson electron microscopy. Results showed that taste bud cells,
which were purified by discontinuous Percoll gradient centrif ugation, were remarkably separated
and mainly located interface between 20 % and 40 % Percoll working solution; the purity of taste
bud cells were distinctly improved from less than 10 % to more than 65% (p < 0. 01) by this
treatment ; the viability of taste bud cells were up to 94 % after purification by trypan blue
staining and the results of transmisson electron microscopy further confirmed taste bud cells
from ultrastructure.
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Tab.1 Preparation of Percoll solution of different concentra-
tion

Percoll  pyrooll 1xPBY /
/% / mL mL /mL (g/mL)

90 18 02 00 1124

80 16 02 02 1111

70 14 02 04 1 098

60 12 02 0.6 1 085

50 10 02 0.8 1 072

40 08 02 10 1 059

30 06 02 12 1 046

20 04 02 14 1 032

10 Q2 02 16 1 019

1 Percall
Fig.1 Discontinuous gradients of three Percoll working
solution with the concentration of 70 %, 40 %
and 20 % from top to bottom

4)
Pecoll ,
30 min, 25 1 200 r/ min 6 min
Percoll
, Percoll
Percoll
123 ABC
, 4% 4 60 90
min 1 30% H:0. 50
30 min,
, 1 2
DAB
CK8 , 1 500
, PBS
124
1000 r/ min 4 min, ,
25% 4

, O01mol/L ,pH 70

3 15 min, 1%
1 2h , 0.1 mol/
LpH70 3, 15
min (50 %, 70 %,80 %, 90 %
95 %) 15 min,
100 % 20 min,
20 min V (
) Vv( )=1 1 1h,
Vv ( ) v( )=3 1
3h,
170 1
Reichert ,
70 90 nm ,
50 % 15
min, JEOL JEM-1230
125
1x10%/mL, 9
, 1 0 4% , ,
, 3 min
(%):( N )><100%
2
21
30 min, )
25 1 200 r/ min 6 min,
’ 2 1
( 2(A), , 1 895
, 413 ,
78 21 %, 20 % Percoll
40 %VPercol|
. ( 2(0),
20 %
5 104 m ( 2()),
20 30U m



Percoll 121

( 2 478
131 )

94. 71 %) ,

Percoll

22 ABC

5 CK (CK7 818 19 20)

CK 8 ,

[11]

2 Percoll :(A) (@-gustducin, PLCB 2,
(B)20% (C)20% 40% NCAM ) ,CK 8
,(D)40% 70% 3(A),
Fig.2 Cdl morphology of different layers after Percall
centrif ugation : original cell samples (A) , inter- 3(B) 3(0)

face between 20 %Percoll and cell samples ( B) ,
interface between 20 % and 40 % Percal (C) , 10%(8 59+ 1 29 .n=10)

interface between 40 % and 70 % Percadl (D) (P<0.01)
65%(65 7+2 11, n=12)

( 2(D),

1
1 031 06 g/ mL . Seta™ ’

3 CK 8 (A) (B (O CK8
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