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E HEV
[ ]
HEV
HEV HEV HEV pd-HEV
PLC/PRF/5 HEV swJR-P5 (sw-HEV)
9 Log copies/mL HEV RG-HEV-PLC
RG-HEV-PLC SD
NaDCA+Trypsin pd-HEV NaDCA+Trypsin
RG-HEV-PLC  pd-HEV sw-HEV 1.171-1.185 g/mL
ORF2
RG-HEV-PLC 1.121g/mL  pd-HEV 1.102-1.108 g/mL
pd-HEV 40
RG-HEV-PLC ORF2
pd-HEV ORF2
RG-HEV-PLC
RG-HEV-PLC
A.

HEV; Hepatitis E virus. NaDCA; HEV 8173
Deoxycholic acid sodium salt. SD; 15075 1 5 HEVNAT
Solvent/detergent. TNBP; Tri(n-butyl)phosphate.

TEN; Tris-EDTA- NaCl(150mM) buffer (pH7.4).
TBS; Tris-Buffered Saline
HEV




2017
HEV pd-HEV LC131066 pd-HEV-27 GenBank

pd-HEV-40 GenBank

pd-HEV (2) HEV

QIlAamp Viral RNA Mini QlAcube Kit Qiagen

pd-HEV QuantiTect Probe RT-PCR
PPV Kit Qiagen Jothikumar 6
EMCV HEV
HEV (sw-HEV)
(3) HEV
pd-HEV 96 wdll plate A549
2.3) HEV 7
pd-HEV HEV RNeasy 96 kit Qiagen
HEV Total RNA Tota RNA
4 HEV Karber
(TCID50/mL)
4
pd-HEV Na(NaDCA) 40% (4) RG-HEV
SD sw-HEV pd-HEV-1 DNA
+ sw-HEV pSP64
DH5a
pd-HEV HEV
CUGA in vitro Transcription Kit
HEV RG-HEV RG-HEV RNA ScriptCap mG Capping
9 System Epicentre 5
Trans T-mRNA Transfection Kit  Mirus
RG-HEV pd-HEV sw-HEV RNA  PLC/PRF/5
pd-HEV-1 RNA  PLC/PRF/5
B. Hep3B HepG2 6
(€D well plate T-75 2 3
sw-HEV ~ swJR-P5  GenBank AB481229.1
pd-HEV 3 HEV HEV
pd-HEV-1  GenBank ORF2
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() HEV
HEV 150,000x g 3
4 ) 50 mM Tris ,PH7.6
HEV
4 40%
26 2 (pH 6.8) 25% 6
21 (pH 6.8)
Tween80 0.3% TNBP 1%
30 2 SD
NaDCA 1%
Trypsin 0.1% 37 2

(NaDCA+Trypsin )

50mM Tris 37
2 TBS
10 150,000x g 3
4 ) TBS
HEV
6) HEV
49 mL 8~50 wiv %
OptiPrep™ AXIS-SHIELD /TEN
HEV  100p L
120,000x g 18 4
200p L
(nD) HEV
(g/mL)
HEV
(7) ORF2
4 5 Log copies/mL  HEV 100u L 1000

ORF 100p L

2017

37 2 TBS 1 mg/mL

IgG 20 p L 20% viv

Protein-G Sepharose 4FF 100 p L

1
Protein-G Sepharose
4FF TBS 3 0.1 M Glycine-HCI
Buffer pH2.5 180 u L M
Tris-HCI Buffer pH9.0 20 u L
HEV
® L+ HEV
| HEV
1/10 HEV
150,000x g 3
4 ) HEV
| 64 mM 95%
21% pH6.8 6
7 1 7 3,000x
g 30 0.45u m
DPBS
HEV
HEV
C.
(1) RG-HEV
3 PLC/PRF/5 Hep3B HepG2
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HEV
RG-HEV
1 PLC/PRF/5 sw-HEV
RNA T-75 Hask
33 HEV
9 Log copies/mL 6well plate
8 Log copies/mL
1A T-75Hask
12 15 ORF2
HEV
RG-HEV-PLC 1B
PLC/PRF/5
Hep3B D RG-HEV-PLC
HEV 7 Log

copies/mL ( 1A HEV
RG-HEV-Hep3B )
pd-HEV-1 RNA  PLC/PRF5 Hep3B
HepG2
HEV
5 6 Log copiemL

Cc

RG-HEV-PLC

(2 RG-HEV
HEV
pd-HEV 3Lot  1.102-1.108 g/mL
RG-HEV-PLC

1121 g/mL
sw-HEV oA
RG-HEV-Hep3B RGHEVRLC
Data not shown pd-HEV

RG-HEV-PLC  NaDCA+Trypsin

2017

1.225-1.234 g/mL
Sw-HEV ( 2B)

RG-HEV-PLC  pd-HEV

NaDCA+Trypsin
3 HEV
HEV
sw-HEV -2.4 Log TCID50/copy -34 -39
Log TCID50/copy 2
RG-HEV pd-HEV
sw-HEV
©)
RG-HEV-PLC pd-HEV  25% 40%
sD
25%
HEV
3A 40 pd-HEV-1
pd-HEV-40
pd-HEV-27
40 pd-HEV
3B 40%
RG-HEV-PLC
3B
sD HEV  1.171-1.185g/mL
( 30
)
RG-HEV-PLC pd-HEV-1  ORF2
ORF2 Immuno Capture
PCR HEV
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ORF2
pd-HEV ~ 25%
40%

RG-HEV-PLC 25% 40%

SD
HEV
3
(6) L+
[+ pd-HEV
RG-HEV-PLC
RG-HEV-Hep3B  sw-HEV
4 pd-HEV 4111
RG-HEV-PLC
sw-HEV 150,000q
4 3
+
pd-HEV
4
D.
RG-HEV-PLC
NaDCA+Trypsin SD
pd-HEV
pd-HEV
NaDCA+Trypsin
RG-HEV-PLC
pd-HEV

1)

20

2017

RG-HEV-PLC  pd-HEV

RG-HEV-PLC

HCV
& HEV
pd-HEV
HEV
HEV

9 Log copiesdmL HEV

RG-HEV-PLC

RG-HEV-PLC

pd-HEV
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A. sw-HEV RNA RG-HEV
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B. PLC/PRF/5 T75 Transfection ORF2
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PLC/PRF/5

T75 Transfection
PLC/PRF/5

6w Transfection
Hep3B

T75 Infection

97 t
-
C.pdH e -=f
=)
i Ji
g 107
=3
8 9
g s - PLC/PRF/5
b= 7
P -+ Hep3B
&5 - HepG2
>
== 0 S 10 15 20 25 30 35 40 45 S50 55 60
A Cultured days
Transfection
RG-HEV

A. PLC/PRF/5 T75 Transfection ; sw-HEV
PLC/PRF/5 6W Transfection ; sw-HEV

Hep3B T75 Infection ; PLC/PRF/5 T75 Transfection
T75 Infection FCS 10%

B. PLC/PRF/5 T75 Transfection

C. T-75Flask PLC/PRF/5 Hep3B HepG2

HEV

RNA  PLC/PRF/5 T-75Flask  Transfection
RNA PLC/PRF/5 6 well plate Transfection
Hep3B Hep3B
FCS 2%
Nu-PAGE ORR2 ( )
pd-HEV-1 RNA  Transfection
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1 RG-HEV
HEWV
smpa swIR-P3#R( 7B {F R F) LC131066%8F (& | mZE B )
Transfection Infection Transfection Infection
PLC/PREF/5 O NT O NT

Hep3iB NT O O NT

HepG2 NT NT O NT
o NT : Not tested
2 HEV
HEV /

(Log TCID50/copy)
sw-HEV -2.40+0.32 n=7
pd-HEV-1 -3.92+0.37 n=5
RGHEV-PLC -3.40+0.14 n=3
RG-HEV-Hep3B -342 n=1
HEV-A549 -3.62 n=1
n=3 + SD

HEV-A549  A549
HEV Genotype sp
HEV
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B. 1% NaDCA+0.1%Trypsin xw=
50
T 40 *pd-HEV-1
E 30 #pd-HEV-27
2 5 pd-HEV-40
= <-RG-HEV-PLC
10 >
= sw-HEV
OB O YD 9! ) B IR O
1.120 1.170 1.220 1.270 1.320 1.370 1.02: 1.070 1.120 1.170 1.220 1.270 1.320 1.370
Density (g/mL) Density (g/mL)
2 HEV SINT—FEALEE N 13 1 % NaDCA+0.1%Trypsin -

pd-HEV-1 pd-HEV-27 pd-HEV-40

A. 25%

50

40

A
A
S S

1.020 1.070 1120 1170 1.220 1270 1.320 1.370
Density (g/mL)

HEV RNA ( copy %)

C.SD

50
40
30
20
10

HEV RNA ( copy %)

0

HEV

B. 40%

HEV RNA ( copy %)

1.020 1.070 1120 1170 1.220 1.270 1.320
Density (g/mL)

*pd-HEV-1

#pd-HEV-27
pd-HEV-40

< RG-HEV-PLC

n

1.020 1.070 1.120 1.170 1.220 1.270 1320 1.370

Density (g/mL)

3 pd-HEV RG-HEV

HEV

IRT—o & 7 —/L X% SD WLBE-
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HEV
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3 RG-HEV ORF2
FEu 25% Ethanol 40% Ethanol SD
HEV MARAYE | TLZET | AARAY | TIEET | WA | TITETE | Ak@alt
n= n=1 : n=3 n=1 n=3 n=1 n=3
pd-HEV-1 t/t/x - +/t/% + + /+/+ + : +/+/+
pd-HEV-27 t/+/% - +/—/+ + +/+/+ + +/+/+
pd-HEV-40 t/x/% - +/+/+ + +/+/+ + +/+/+
RG-HEV-PLC t/x/t - ol e ol e o = ts/r/- + +/+/+
; + ;
ORF2 HEV +; HEV 10%
; HEV 10% NaDCA+Trypsin HEV
Expl Exp2
88.1 94.9 17.2 16.6 15 49 0.7 05 03 17 6.4 28 0.1 20
100 .
S
S 5
~ 60
@
40
20
O DdHEV-1 RGHEV  sw-HEV* RGHEV  sw-HEV © RG-HEV sw-HEV
-PLC* -Hep3B -PLC
4 HEV +
HEV (%)

150,000g,4 3
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