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102 102 104 10° 10® 102 10°® 104 105 10 dilution
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Sindbis

8 1 HSV-1

Viral Copies/ml (Multiplex; log10)
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Volume of beads (£ L)
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HSV-1

4t \o\o
’% Detection Limit

L4

X10+ X103 X106 X107

Dilution of virus solution

Viral Copies/ml (Multiplex; log10)

Sindbis A Original

® X10

0 X100
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Detection limit
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X104 Xio$ \A \%0-8

Dilution of virus solution
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SV-40 virus Sindbis virus | HSV-1
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Applied sample Adsorbed Fraction
103 10 10% 108107 10® 10°® 104 10 10 107 10-8dilution

Sindbis virus [EESEg
Applied sample Adsorbed Fraction
101 102 102 10* 10° 10 10 102 102 104 10 10 dilution
Procine iy I SO e : '
Parvovirus
Applied sample Adsorbed Fraction
10° 104 10 10° 107 10° 104 10% 10% 107 dilution
Poliovirus
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PPV

—&— Original
—0—X10
B —8— X100

Detection limit
'r_// ) ‘ . \A——Q

10°% 40-7 108 10—9° 1071

Dilution of virus solution

Poliovirus

—&— Original
—0O—x10
8r —— X100

Viral Copies /ml (Multiplex;log10)
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Detection limit
I ——
10-% 10~¢ 10~7 10-8

Dilution of virus solution
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Adsorbed
Fraction

Applied Virus PEl-beads Sulfonate-beads
103 10¢ 105 109 109 104 10° 10° 103 104 10 10%dilution
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#1. PCRandRT-PCRIZL B YA )VRY J AHIZEH WS 75 4 ¥ —Df &

=y ohca
Primer sets used in the PCR and RT-PCR
HSV-1 5’-ATCCGAACGCAGCCCCGCTG-3’
5-TCTCCGTCCAGTCGTTTATCTTC-3’
SV-40 virus 5 -ATAATTTTTTTGTATAGTAGTGCA-3’

5’-GGAAAGTCCTTGGGGTCTTCTTACC-3’

Sindbis virus

5’-GGATTGGSTTYGAYACCACYCAGTTCATGT-3’
5’-TGCCCYATGCGKAGYCCMGAAGAYCC-3’

VSV 5’-AGGATATGTCTACCAAGGCC-3’
5’-GGTTATTTTGCAGAGGTGTCC-3’

PPV 5’-TTGGTAATGTTGGTTGCTACAATGC-3’
5’-TATGTTCTGGTCTTTCCTCGCATC-3’

poliovirus 3’-TGCGAGATACCACACAT-3’

5’-ATCATGCTTTCAAGCATCTG-3’

#2. UPIHALAPCRandRT-PCRIZL B T4 NVRYT ) ABICEN S 7S
4 =7 u0—T7DMAGhYE

Primer and probe sets used in the real-time PCR and RT-PCR

HSV-1 5’-GCGTCATGGTCATGGCAAG-3’
5’-TTGACTCTACGGAGCTGGCC-3’
FAM-labeled 5’-TGGAGCTGATGCCGTAGTCGG-3’

Sindbis virus 5-"CAGGACGTCTATAACGCTCC-3’
5’-GAGAACATGAACTGGGTGGTGTC-3’

SV-40 virus 5’ -ATAATTTTTTTGTATAGTAGTGCA-3’

5’-GGAAAGTCCTTGGGGTCTTCTTACC-3’
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# 3. PEI R — X2 L5558 B Oy AV ABRMAEDO B
S , . - | Concentration of Infectious
Virus (xlogl0)

SV-40 virus - Applied Sample 7.8 +6.1*
Upper layer treated with PEl-beads 30%23

HSV-1 Applied Sample 7.8%.6.0
Upper layer treated with PEI-beads 25=%15
Sindbis virus Applied Sample 6.5 4.8
Upper layer treated with PEI-beads 33x20
VSV Applied Sample 8.6+ 6.6
-1"Upper layer treated with PEI-beads 25+18
PPV Applied Sample 6853
Upper layer treated with PEI-beads 6.6 5.1
Poliovirus Applied Sample 7.0+5.7
Upper layer treated with PEI-beads 7.0+6.0

*: Means ' £ 8.D. (n=4)
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#F#4 HSV-1 RV Sindbis virus D PEIBESR Y — X % B\ - B O 2 BIAE

HSV-1

Original solution x10 concentration { x100 concentration
Dilution )

x10! 12x10°+9.5x10% |6.9x10'+33x10" |1.0x10°+ 1.7 x 10°

x10* 3.6x10°+1.9x10° (1.7x10°+2.1x10* |1.4x10°+3.9x 10°

x10° <100 21x10°+6.6x10° {2.6x10*+3.5x 10°
x10°¢ <100 13x10°+4.8x10* [32x10°+1.0x10°
x10-7 : <100 <100 22x10°+12x10°

Sindbis virus

Original solution x10 x100 concentration
Dilution concentration
x107 8.6 x 10°™ 1.9x10° 3.4 x 108
x10™ - 7.4 x 10 1.3x10* - - 20x108
x10° <100 > 1.4x10%. - 1.1 x 10
x10° <100 <100 S 22x10°

One milliliter (x10 concentration) or 10 mi (x100 concentration) of virus-infected
culture medium was incubated with PEI-magnetic beads. After the incubation,. the virus
copy number was analyzed, as described in Fig. 4. *: means * S.D. (n=4). **: means
(n=3)

£5. AVEVBREC—XIC L B8E FED Y 4V B RD

Concentration
of Infectious
Virus (x log10)
Sindbis virus Applied Sample 6.5
Upper layer treated with PEI-beads 4.3
Procine parvovirus | Applied Sample 6.8
Upper layer treated with PEI-beads 4.5
. Applied Sample 7.0
Poliovirus -
Upper layer treated with PEI-beads 3.3
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& 6. PPV RTF Poliovirus Z )V VEERER U — X % R = AR Yk OO 2 RIVBEHT
PPV

0.1ml 1ml 10mi
Dilution
X10° 6.6X10° 6.5X10’ 1.5X10°
X10’ 1.7X10° 1.2X10° 2.0X10°
X10° 1.6X10* 1.8X10° 3.1X10°
X10° <100 2.5x10* 2.8x10*
X10'° <100 <100 5.3X10°
Polio
0.1ml Iml 10ml
Dilution
X10* 7.8X10° 2.7X10’ 1.9x10°
X10° <100 6.7X10* 4.5X10°
X107 <100 4.6X10° 4.3x10*
X10* <100 <100 7.8X10°
X10° <100 <100 <100

One milliliter (x10 concentration) or 10 ml (x100 concentration) of virus-infected
culture medium was incubated with sulfonate-magnetic beads. After the incubation, the

virus copy number was analyzed, as described in Fig. 7. *: means (n=3)

157



e ap

1y FHSII-N

R
F
o

38

i

L1l

arEb gL

LN ER3 [BH

1 E#HDO

Ay

LLLN L INAR RN

[EIEIN RN

W R e

LRI

Al

Al 1

IR Rl

x = " o a

§ w 3 ae
do b g5 €8 es @
68 42 A0 gv 40 53 B0
d BB

Od09-TH

§ N s s
%99 T Bz 0 oe 9

n,_m ,__n. g ,_.w ﬂ :x
I T | I (4 Y 4

RS EY T HCY S EHY OUE500-TH= BHE09=n

158



