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Fig. 1 Microscopic structures of the lamprey peripheral blood cells
1-1~1-6. ;a. ; b. ;C. ; d. ;e ; f.

1-1~1-6. cell types from different fields of microscope; a. erythrocyte; b. segmented neutrophil; c. stab form neutrophil; d. lymphocyte;

e. monocyte; f. eosinophil granulocyte

22 REEFEAE RKLERE LMK E min
A KT R

L15 DMEM M199 RPMI1640 2.3
, 20%FBS ,
, 1
LI5S  RPMII1640
M199 DMEM , 20%FBS
0.46%NaCl  LI5
L15

>

1
RERE 69 i 3t B KL 8268 Kk e
) B

LI15

20% 5%

5% 10%FBS s

Marine Sciences / Vol. 36, No. 1 /2012 25



HRRE REORTS

, 3
2.4 Xﬂ%i%ﬁ *F H AL LKke ’ ’
miet K Fh
L15 + 20 %FBS + 0.46 %NaCl ,
F1 AFEEFEN AR L2 M EMEE KRN
Tab. 1 Effect of medium on primary cell culture of lamprey lymphocyte-like cells
(%) (%)
1 L15+20%FBS 84.50%1.87 +++ 75
2 1640+20%FBS 79.3342.16 +++ 70
3 M199+20%FBS 69.5043.21 ++ 50
4 DMEM+20%FBS 68.834+2.71 ++ 50
5 L15+20%FBS+0.46%NaCl 90.17%1.60 +4+++ 90
R e AT o T S S R ( )
F2 AEMFXRENBARLERELMREMBEKNZIN
Tab. 2 Effect of serum on primary cell culture of lamprey lymphocyte-like cells
(%) (%)
1 5%FBS 49.50=+2.17 ++ 30
2 10%FBS 70.50%1.87 +++ 70
3 20%FBS 90.17%3.43 ++++ 90
4 5% 89.50+2.88 ++++ 80

#3 TREEKERX BALEREEEMEHMME KT N

Tab. 3 Effect of substrates on primary cell culture of lamprey lymphocyte-like cells

(%) (%)
1 30.6743.32 + 70
2 70.17%1.94 ++ 80
3 0.01%Poly-Lys 90.17%2.04 +++ 60
4 80.00=*2.61 ++++ 90
2.5 Kmmﬁﬂa$%m@%%am%i : 2
K& em ; ; ;
L15 + 20 %FBS + 0.46 %NaCl : ¢ 2D ’ ’
7 d, 4 F4 TEIREXHALEBELEHBMEE KT
18 4 Tab. 4 Effect of temperature on primary cell culture of
37 ’ lamprey lymphocyte-like cells
() (%) %)
A é 4 X >
2.6 erb BARCMELERY 1 4 69.83+3.43  +++ 50
=®
2 18 90.67£3.78 ++++ 90
L15 + 20 %FBS + 0.46 %NacCl 3 26 59.33+3.14 + 30
4 37 30.17%3.43 + 0

>

26 /2012 /36 / 1



B3RS REPOATS

, ; ( 22
5 1h s
, 344 1 ( 2-3),
1 ) > >
( 24

2

(x400)
Fig. 2 Primary culture of lamprey leucocyte erythrocyte

and lymphocyte-like cells in vitro
2-1. 3d ; 2-2. 3d ;3 2-3.
3d 5 2-4. 1

2-1. lamprey leucocyte cultured for 3 days; 2-2. lamprey erythrocyte
cultured for 3 days; 2-3. lamprey lymphocyte-like cells cultured for
3 days; 2-4. lamprey lymphocyte-like cells cultured for 1 month
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Microscopic structures of Japanese lamprey peripheral blood
cells and culture of lymphocyte-like cells in vitro
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Abstract: The microstructure of Japanese lamprey (Lampetra japonica) peripheral blood cells and the cultivation
methods of lymphocyte-like cells were explored. The peripheral blood cells of L. japonica were stained by Wright’s
and Giemsa’s staining methods and five major cell types including erythrocyte, lymphocyte, neutrophil granulocyte,
monocyte and eosinophil granulocyte, but not basophil were recognized under light microscope. The
lymphocyte-like cells were separated successfully with Ficoll-Paque centrifugation and flow cytometry and were
cultured in L15 medium with 20% foetal bovine serum (FBS) including 5% L. japonica FBS and 0.46% NaCl. The
optimal temperature of cells is 18°C and the optimal pH of cells is 6.8-7.0. They can develop attachment as a sheet
of cells after 1 hour. Cells have a good condition for nearly a month. The establishment of primary cell cultures of
lymphocyte-like cells from L. japonica provides a useful tool for the longevity of the culture and the investigation
in cellular biology.
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