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1.3 DMEM/F12 s
; 100 mg/ mL (BSA), 3
; 100 lg/mL. TPCK - 3.1 pH 4
, Worthington Biochemical Corporation; NaHCO3, 2 ( 3
6.6% NaHCOs3 s , , 3% ) 1. 2
, 10000 U/ mL NaHCOs
1. 32 % ( pH 7.4
) ), ( 512 256).
0. 6 %o , 1 Hg/mL TPCK, 10 mg/ mL
2.1 pH , 100 U/ mL . 1. 32 % NaHCO3,
M DCK 24 4 0. 6 %o DMEM/F12
, 1 Hg/ mL, TPCK- , 10 mg/ mL
, 100 U/ mLL , DMEM/F12 1 NaHCO; (pH )
. Tab. 1 The effect to the growth of virus of the percentage
0.66 %q 1. 32 %q 1. 98 %0, 2. 64%0 NaHCO3 of NaHCO3(pH)
pH 0.66% 1.32%  1.98%  2.64%
PBS H3N» 128 512 128 16
2 ' tmlL Bugy 64 256 32 8
0.1 mL ,35C 2h 9 mL
,35°C
h ’ (1. 32 %0 NaH- 3.2 Vero MDCK
€03, 10 mg/mL BSA, DMEM/F12) 1.5 mL, - 20 Vero
C 3. s 6 .
PBS ’ 1% 6 Vero
2.2 Vero MD (K 6 0
TPCK- Vero
Vero M DCK TPCK
) 15C  .72h MDCK 3
_ » NAisa, NA 133, NA 1999, NB3ei, NH 1113,
Vero 6 . : M DCK 9
i Vero NB2- 2, NB13- 3, NHims 5, NBsgi- 2, NBagr- g,
) 6 . NBsi2- 6, NBsoa- 6, NAaso )
MDCK 3 2.
3
: 1 ,
I: 1 MDCK 9 5
> MDCK , 3 .
2.3 TPCK- 1 (NA 1999) 5
M DCK , (NB113- 3, NBssi- 2, NBag7- 6, NBs12- 6, NBsop— 6) 7~
T PCK - .35 °C ,72h 9 , 6
,3 PBS . MDCK

7
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, , TPCK- , MDCK
( 4. 6
3.3
6 T PCK-
2 MDCK 13
Tab.2 T he hemagglutinin titers of 13 virus in MDCK cells in the absence of trypsin
1 2 3 4 5 6 7 8 9
NBis- 3 0 0 0 - - - - - -
NBse1- 2 0 0 0 — — — — — —
NBugr- 6 0 0 0 - - - - - -
NBsiz- 6 0 0 0 — — — — _ _
NBso- 6 0 0 0 — — — — — —
NBs- 2 0 0 0 — — — — — —
NH m4- 5 0 0 0 - — — - — -
NA 184 8 64 32 16 128 16 0 0 0
NA 1999 64 128 256 2 16 128 128 256 128
NA 183 0 8 2 64 16 0 0 0 0
NH 1 32 64 128 64 0 0 0 0 0
NAsso 0 0 0 — — — — — —
N Bsei 128 32 16 0 0 0 0 0 0
3 MDCK 9
Tab. 3 The results of nine passages of the mixed virus in MDCK cells in the absence of trypsin
1 2 3 4 5 6 7 8 9
NBy;- 3 128 512 512 512 256 256 512 256 512
N Bsgi- 2 64 64 8 256 32 64 256 256 128
N Bug7- 6 64 64 16 64 8 128 128 256 256
NBsia- 6 128 64 128 64 32 64 64 128 128
NBsoa- 6 128 64 8 128 128 256 128 128 256
NBs- 2 128 128 0 0 0 0 0 0 0
NH 1n4- 5 128 0 0 0 0 0 0 0 0
NA 450 0 0 0 0 0 0 0 0 0
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T ab.4 The hemagglutinin titers of six virus w hich adapted to the no— trypsin conditon in the existence of trypsin

NBis-3 NB361- 2 NBas7- 6 NBs12- 6 NBsg2- 6 NA 1999
512 256 512 128 256 256
512 128 256 128 256 128
4 2
TPCK- pH RNA
NaH CO3 pH
. Kessler N Ultra— MDCK (U -
6
MDCK  ,Vero KMB- 17 MDCK) e,
(s M DCK Sugimura T
, MDCK ESK ( embryonic swine kidney) 1
M DCK
pH MDCK MDCK
( NH 1n4- 5) 3 1
(NB4g7- 6) 1, ’
pH s ’
Vero M DCK
Vero
50 ku, 100 ku s ’
4
Vero ’ ¢DNA,
HA
NA 6
MDCK ’
6 HA, NA
, [ 8
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Research of the independence to trypsin of influenza virus

DING Sh+lei, YANG Huatde, HE Xiwlian, LT Wetdong
(Institute of Medical Biology, China A cademy of Medical Sciences & Peking Union Medical College, Kunming 650118, China)

Abstract: The experiment focused on obtaining the influenza virus in MDCK cell lines and Vero cell lines

in the absence of trypsin by the way of continuous virus passage. First, the optimal pH conditions in which the

virus can grow in the mammal cell lines was chosen. Then the virus separated and conserved by the lab were

continuously cultivated in the Vero cell lines and M DCK cell lines in the absence of trypsin in the optimal con

ditions. After some passages, the original virus were mixed with the virus which have no Hemagglutinin titers,

then these mixed virus and the virus which had the Hemagglutinin titers were cultivated in the cell lines. As a

result there were six virus that can adapt to the condition in the absence of trypsin.

Key words: influenza virus; trypsin; continuous passage



