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tissue was callected in the negative pressure biosafety sec-
ondary laboratory, direct immunoflucrescence assay (DFA)
wasused: After the posttive brain tissue was fixed with 80%
cold acetons, the fluorescen isothiocysnate 1somer
(FITC)-labeled anti-rabies virus nucleoprotein antibody was
used to detect the virus, and the rabies virus was confinm ed
posttive, The brain tissue smuples of diseased dogs were
grownd with Dulbecco’s modified eagle medum (DMEM)
(GBICO, 2186828) mediun contairung 1% pemallin G/
streptomycin - G/ amphotericin B mixed  solution
(SOLARBIO, P7630) to prepare 30% bramn hssue suspen-
sion, whichwas cenfrifuged at 8000x g for 10 minto retain
the supematant, and the supernatart was frozen at =80 °C for
standby.

1.2 Primer design

With reference to the whale genome sequences of two ra.
bies wrus strains (FJ712193 and FI712195) from Zhejiang
Province in recent years, primers for amplifying the whole
genome nucleotide sequence of the rabies virus were de-
signed (Table 1).

13 Whole genome sequencing and comparative
analysis

The QlAamp Viral RNA Mim Kit (QIAGEN, Cat No
52904) was used to extract viral RNA from brain tissue sus-
pension according to the mstructions of the kit The Prime-
Seript™ One Step RT-PCR Kit, Ver2 (Dye Plusg) (TaK eRa,
Cat No. # RRO57A) was used for one-step RT-PCR ampls-
fication. [n the reachon system of 25 L, 2.5 uL viral RNA
was added as the template, and the reaction procedure was
Reverse transcription process at 50 °C for 30 mumtes, after 5 min
of 95 °C pre-densturation, the amplification procedure was
carried out at 95 °C for 30 seconds, (50-52) °C for 30 & and
72 °C for 60 & wath 35 cycles The 1% agarose gel electro-
phoresis was used to confitm the amplificsfion of target
bands, and the sequence of fragment meeting the expected
length was determined in both directions. The DeNovo As-

(AP

Table 1 Primer ssquences for rabies virus genome amplification
and sequencing

Primer TR S Amplilied
mme  Sewenee(55) gkt
'F ACGCTTAACAACAAAA 3 1
"TOTCATAG ' ‘
v CTGETCTATCCTRTCCG
¥R 562
CAATG
TAGAAGAAGCAGACAG
Il g 20 1 510
COTL
TCTGATTGCACTCGGAT-
Rl 1 530
TGAC
_ CATGATGAATGGAGGT 3
v |1 24 1 401
COAC
TGCCGCAAGATCCTGA-
R2 2 698
ACG
AACTGCAGGGATGAGE
F3 ¥ 252 1 561
A
CCCATGTTCCGTCCATA =
Ri 4074
AGTC
ACTACACCATCTGGAT s
)y, SR 3844 1 526
GUC
GGTCATCATAANACCTC
R4 N gs 5420
TCCTGG
CACTATCATCTTGCAT L v
TR ) 278 | 456
CTCAGC
K5 I:f.‘l'l TGOGTGGCCAT 473
GTCTG
GGTGATAGACAAGTC
6 i 589 | 380
CTACC
GACTGCCTGTACTGA
Kb 7 067
CATAAG
- CTAGGGCTGATTATC i 1 630
" AAGAAGG e

TGCGCATAAAGCATC
AAGGGUTG
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