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Applied the /nfluenza A virus by adding and mixing it to the sample
(will be referred as interaction fluid) and measure the Virus
Infectivity Titer. Moreover, a pretest was done to consider the
measurement methods of the Virus Infectivity Titer.
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1) Pre—test (checking the neutralization conditions)
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By diluting the interaction fluid at the cell maintenanceculture, it
was able to measure the Virus Infectivity Titer without the sample
being affected (Table 3 shows the neutralization conditions)
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2) Measurement of Virus Infectivity Titer
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The results are shown on Table 1. Moreover, the used cells and

culture are shown on Table 2 and the testing conditions are shown on

Table 3.

Table 1

R x5 log TCIDso/mL

74V A | Object EELESS 30 Bh1% 2 1%
Test virus Start 30 sec. 2 min.
AL 7 | R - <1.5 <1.5
JLT W7 | Sample

£ IV A PIE S 7.0 - 7.3

Influenza | Object

A virus CK5HLK)
(Purified
water)

TCIDsy: median tissue culture infectious dose
YEFRE Operative temperature
<1.5: 7 Not detected

Table 2
15 F A MDCK (NBL-2) #Hfd JCRB 9029 ¥k
Used cell MDCK (NBL-2) Cell JCRB 9029

MR EE R | 10% 4 MR IS A — Z L MEM Bt T=> 24 ) @ [HAH

Cell Rt ]
growthculture | 10% fetal calf serum eagle MEM culture

WIROMERR R | A — 7V MEM £2HE =< 2] 1000mL

Cell 10%NaHCO; 14 mL
maintenance L-Z %3 (30g/L) 9.8 mL
culture 100XMEM FHE' # X #8230 mL

10%7 /72> 20 mL
0.25% ~VU 7> 20 mL

Eagle MEM culture 1000 mL
10%NalC0; 14 mL
L-Glutamine (30g/L) 9.8 mL
100XMEM vitamin fluid 30 mL
10% Albumin 20 mL

0.25% Trypsin 20 mL




Table 3

RER T LA Influenza A virus (HIN1) A/PR/8/34 ATCC VR01469
Test Virus ABIA TN W 0 L R)
7 A VAR R % D w0 )V ARSI 2 1m Dy BE L TE Lz BiE

Virus fluid

IR
Supernatant obtained by centrifugation of virus
culture medium mixed with cell culture

1R R 1 mLic™ ¢ L AR 0.1 mL ZWshN
Interaction Add 0.1 mL of virus fluid to 1 mL of sample
fluid

((BEESLE 308, 24 (i)

Stimulus 30 sec., 2 min. (Room temperature)

condition

Hfn e FRMERERE HIC 10 545 R

Neutralization Dilute it by 10 fold at the cell managing culture
condition

Pois! FEELK

Object Purified Water

JRYIEIE J71E | TCIDs, 15

Infectivity Median tissue culture infectious dose (TCIDs,)
Measurement

Method
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o log TCIDso/mL
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VAR *HHR (R UK 7.0 - 7.3

TCIDs, : median tissue culture infectious dose, 50 %ISR/ BP B
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1 FA i he MDCK (NBL-2) #ffi JCRB 9029%k
WlaE AR | 10 SFRRFILFEMA — 7 UMEMES T = o 2 4 D[ B AR S 4]
A =7 WMEMBEHI T = > 2 A | @D 1000 mL
10 %NaHCO, 14 oL
e |17/ S0 v e
10 %773 20 nl
0.26 Wb DA 20 mL
#-3 RB&H
B 4 L% {ggfrezf(; 14[/ ;z/u; gaﬂq}i zA;'PR/8/34 ATCC VR-1469
VANRE | NRSEREO VA N AEEBREELSELTE LA LBARE
tER& BiE1 mLiz &7 A /L %0, 1 nl% BN
HEEES S 308, 243 (EiR)
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