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Abgract: To iolate and purify periphera blood lynphocyte-like cdls from the arctic lamprey, Lampetra japonica,
centrifugation on Fooll- Pague was performed and a uniform population of leucocytes containing lynphocyte-like cels
with the mixture of Fooll-Urogréin ol ution at proportion of 1. 092 was yieded. With the FSC and SSC character of
the celson flow cytometer , lynphocytelike cdls were sparated successully , and the purity was 95. 68 %. About
2.4 x10° lymphocyte-like cdlls could be purified from 1 mi periphera blood. Under TEM , lymphocyte-like cell swere
round or elipse in shgpe without microvilla. There were mitochondria with crigae, rough endoplasmic reticuum,
d sociated ribosomes and vacwles in the cytoplaam. Lymphocyte differentiation andyss revealed that there was mo
evident dfferertiation of T and B lynphocytesin the leucocytesof L. japonica.

Key wor ds: Lampetra japonica; Lynmphocyte-like cdls; Cytometery; Cel heterogeneity

80 Fujii
, . (Lampetra japonica)
, (No. 2007CB81582) |,
(No. 2007AA09Z400) ;
* , Emal : liqw @263. net;

;Emall : liucenjie @163. com
20 :2007-06-08 , :2007-11-13



[1]

1997
2]
2002 ,Mayer , (' Petromyzon
marinus) ,
3
[4]
( Ctenopharyngodon idellus) ™ ( Cyprinus
.\ [6] 17
carpio) ( Pagrosomus major)
1
1.1
10 10 : 7
d ’
1.2
; LTS113
; REMI 1640
GBQO BRL Gemza
Slarbio TMTT
DMSO (PHA)
A(SPA)  Y9gma
1.3
LTS113 ( 1.113)
BS(100 mml /L ,
Ca Mg JPH 7.2) , 1. 077
1.080 1.085 1.092 1.110
0.2% mBs

RPAVI 1640
RPAVII 1640 ,

20% (

) , 100u g/ml
100pgm'™ PHA A
RPMI 1640 1 mg/m ,
, - 20 -
(pH 6.6) : 100 mg KH,PFO, 20 g
Na, HRO, , 30m , 45 m
4% 25m, , pH
6.6, 4 : 49
100 m 2 mol/L HO
4
( ) A% 3am,
3m , , 1
mn 2 %0- 2 ga-
100m , 4
ANAE ( ) : 100 mmol/L ,pH
7.6 89m, )
6m,

2 %0 - 2.5m, ,
pH 6.1 2 % : 249,
100 m , 4

[10]
1.4
, , , 2
Hank’ s 3nm,
, 4
m,
15 min(20 ,1 200 r/min)
1.5m , 5
Hank’ s , 1 300 r/min
10 min Hank’ s
1 Hank’ s
[6]
1.5 1 1 0.2%
( fml) = (4
/4) x10" x 2 ( ),



- 84 - Chinese Journal d Zodogy
) ) : 68 h , 50| 5
= / x 100 %, mg/m MTT, 4 h ;
400 , 150p | DMSO, 5mn, 570 nm
1.6 oD S , Sl =
o/ oo ™
, 100 mnol /L BS 2 ,
1x10°  /m FACS 2
Vantage SE ( BD ), 21
; , 211 demsa
(dday time) 100
(drive) ,
, (FSO)
(S0) Dot- Pot 90 % ,
) ) , , , , 7 15
) Hm, )
, , , 6
, : 8um ) ) ,
1.7 , 104 m )
; ) ,6 10U m ,
2.5% , Fujiit™!
JBV-2000EX (2]
2.1.2
1.8 ANAE 5
) - 1 , 1. 092
5 mn, '
37 ,2h )
, 2% 1. 092
2 mn, (75% 90 %) (10%
: el 25 %)
1.9 ,
(1 300 r/min, ,
10 min) RPAMI 1640 ( 1. 092 ,
20 % ) 50x10 / , ,
m 96 T 1.110
PHA , 20 , )
60 80 100 120 160 200 2604 g/ml ;B ,
SPA :
3 1.092

18 ,5% GO,



2.2
, 1.110
FSC SXC
3 ( 2:A);
64.46 %,
26.78 %, 8.11%
1.080 .1.035 ’ 95. 68 9%
HE Density
2:B) ,
14 2.4
Fig. 1 The sparation d lymphocytelike cdls by x 10°
four different proportion separation liquid
2.3
Monocytes layer was shoawn by an arrow. 1 )
10! 1043
10’ 'i
T 10" .
73 :
'3
H]“ —r T T T rr e rrrerreTy v LA S ame e s i ¢ Y T T L
] 50 100 150 200 250 0 50 100 150 200 250
FSC-H A FSC-H B
2
Fig. 2 Lymphocyte-like céls sorted by FACS
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1 PHA SPA

Table 1 The different Sl values d lymphocyte-like
cdls gimulated by PHA and SPA

PHA (U g/m) S SAugm) s
0 1.00+0.018 0 1.00 +0. 006

20 1.03+0.014 20 1.00£0.014
60 1.00+0. 009 60 0.97+0.026
80 0.96+0.032 80 0.94+0.023
100 1.01+0.022 100 0.97 £0.017
120 0.93+0.030 120 1.04 £0.052
160 0.98+0. 009 160 1.10 0. 046
200 0.98+0.012 200 1.04£0.025
260 1.00+0.012 260 0.99 +0.007
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Fig. 3 The lymphocyte-like cell of L. japonica
under transmission eectron micr oscope
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