# 4. Sensitivity of RT-LAMP and RT-PCR using of CVS primers

RT-LAMP®! RT-pCRY
copy no'!  exp 1 exp 2 exp 3 expl exp 2 exp 3
10* + + + + 4 +
107 + + + + + +
10" & 4+ 4 + + +
10% + + + + + .
10* + + + + + ¥
10* + . + = - =
10° - - - - - -

1) Copy number of synthetic viral RNA (1x10°copy/ul) transcribed from the N-gene
of CVS-11 strain inserted into the pGEM-T-Easy.

2) CVS primer sets designed based on the N-gene sequence of CV5-11 strain was
used.

i) C-F3 and C-B3 primers of the CVS primer set were used for the RT-PCR reaction
(Table 2).
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X 1. The primer locations on the target gene.

5. Flc

FIP primer 2
3 f":] 5* BLP primer
F3 primer 5‘-3'
Fic F2¢ Flc Rsal Bl BLPF B2 B3
3 5*
s C . - I e— 5 sl
3 F2 Fl Rsal Ble Bk Bie

3l 5 B3 prime

B2 2z BIP primer
Ble
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& 2. specificity of RT-LAMP products. RT-LAMP products amplified from RNA
extracted from CVS-11 infected cells (lane 1) and the brain sample from the
Kyoto patient (lane 3) were digested with Rsal (lanes 2 and 4). DNA size

marker (lane M) were run simultaneously. White asterisk shows target product

for sequencing.
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# F B4 (PEP:post-exposure prophylaxis)
2ZTWaELELEb TS,

TIOT Tk, BED %B5%LLENRA XD
EMNFETRIEL THD, 15 BUTFD
FHEAS 30~50% % 5TV VD, 2005 4 7
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SAG 2 (EF206719), PV (M21634,
M13215)) #F|H L TER TR L E
ROVipun = o4 AFEREF
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Table 1. ERFIMILADY /LBER IS4 7—tv+

primer name  38q mer

RY IF CTACARTGGATHIC SATAAGAITST -]
L] CCLACTCARGCTTASTRAAL ARG o]
nxF ZACTGITARCTATAAGAZARACATTG D n
RY-R SCCATITCAMGATCIGITAGATIR »
w-F STTCOSTTCA TAGSCTIGACT oG ]
LB TGAS TGATS TCAGE TDIYM TATAG »
LE APCIFITCT#C AT TTOAGATS »
RY 4R FEFGSTCAAAGCIACARGTCAT IS M
Ry 5F TEATCTATCAGTRGAG S TRASATLGE n
kY-SR STGARGAGA ) IAZCATAG 4
Ry-5F ATGRIGATGA Y TGTHG Tz %
Rv-6R SATATC TOGIGTIAC SSGOCATOTTC n
L2 STATGUTCTIACATGICTCTTIAS M
m SCCATOTTCSATSCATAAGTCTAAG »
LR SAATATOGC IO TOACTCTAGATATS o]
V-8R SCARCARCTICATATSTTECY SEASE o]
-9 506 TTTCGAMMACCATATACCATATTS 2]
R om TCARTAGRITCATCATARA .}
LRl CTTTCRUCANCATATRGASTTS 2
RY 108 GATTT FGAATAGRAAT F3RITAAGTY ]
L B2 TOTOCICAACATCTTAASGAACTS M
B LR BATACICCIARTOY STSTAAIAGS M
RV 13F SACTTHGCICATTTITATTCCANSTS ]
RY 10 AATIITAGATTCCATGACATTAGAGY %
RY 13F TRGCIGITACAGRC AT T HEaGGLAC b}
Y 3R ARCCTESTTITCTCCITSAGCTAGT n
RY 141 SCTCTAATOTOATGGART STARGAT %
R 148 AGATTIAGAITITTITEICAITOT o]
RY 166 TACTAFCTTARGIATAAN TAGTT %
RV 1SR CAGGATTOCCTCTCFARACTIIGA n
RY 166 ACAGT 30CASAMCASTCTCARTAT b1
Y 168 TRARCCAGTITATASATICTIITAACS n
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Ry m ACTAAGATTIAGTATARTAG 2%
RV 18F TEGTT n
RY 18R u
RY 19F %
Y 19R ITCATGATTS n
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Fig2. BRBIMNILADIINYT /L=

BREIAIADY 7 LEXE
71 1514 2496 3320 5421
3,W 5’
1423 2407 3104 4894 11805

IILF I Lo—r o ADFE

1:RT-PCR
66 2602 3676 6540 7591 10260
- _ = - E— —  — _— _ __ 2] R — —
2536 bp 2864 bp 2669 bp
1549 4097 5755 8389 9566 11657
e e
2548bp 2634bp 2091 bp
2 :Direct sequencing (L IZEHIERARFIDRE
> - > - S > -
> - + - B &
> + - 5 > <
» & -+ * R > -
" i * - > e > <
pu e > -
3:RACE EICEBF /LABMKREDIEERETRE
Non-d;dlng Non-decoding
F'end AND 5’ end
70 bp 279 bp

4: Assemblel= & 5%/ LEM OEEE
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Fig3. ¥/ LBERTSAI—TH/LRINERELI-CVSHE
GenBankM 7L/ LIEEBRINEDT 54 A+ ()

[GEMETYX-MAC: Multiple Alignment]
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1 ... %
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s NG T. e A A, Lo 168
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A A DREFUFREETDRIT # (a direct, rapid immunohistochemical test) |
Z. EBPE (CVS11FE) Moz NEAZ 7V FIRE L THRONERN
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Minimum
required
52Zminutes
dip-in time

Fig. | DRIT O%ufs ik

Touch impression and air dry

Fixation in 10% buffered formalin for 10’
Dip-rinse in TPBS (PBS with 1% Tween 80)
[mmersed in 3%%202 for 10’

Dip-rinse in TPBS (PBS with 1% Tween 80)
Biotinylated an;.%:-dy for 10’

Dip-rinse in TPBS (PBS with 1% Tween 80)
Streptavidin-peroxidase complex for 10’
Dip-rinse in TPBS (PBS with 1% Tween 80)

AEC substrate for 10’

4

Dip-rinse in TPBS (PBS with 1% Tween 80)

Counterstaining with hematoxylin for 2’
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