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In this fiscal year, we succeeded in establishing a stable culture method of Toxoplasma gondii RH
strain grown in monolayer of HFF and intraperitoneal infection using BALB/c mice. We extracted
genomic DNA from tachyzoiite of T. gondii obtained by cultivation and developed real-time PCR
method targeting T. gondii cox1 gene. The detection limit was 0.01 pg/pL, and the detection
sensitivity was the same as the reported cases targeting other genes. However, some
toxoplasmosis cases deficient in 529 bp, previously regarded as the target gene, has been
reported recently. Therefore, this method targeting the cox1 gene, is considered to be a useful
genetic diagnostic method regardless of region or country. We plan to clarify the actual sensitivity
and specificity by applying to clinical specimens of various toxoplasmosis.

For developing genotyping method of T. gondii, we used MinlON (Nanopore Oxford technologies)
for preliminary study. Toxoplasma gondii sequencing was performed using MinlON Rapid
sequencing kit (Nanopore Oxford technologies). However, We could not obtain significant data. We
considered the failure was due to the purity and the extract method of genomic DNA. Therefore, it
is essential to use a column for DNA extraction and confirm its purity. Since the amount of
Toxoplasma DNA in clinical specimens is generally small, it is necessary to amplify the target
sequence in genotyping by PCR method or LAMP method before sequencing.
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Use of the Oxford Nanopore MinION sequencer for genotyping of Toxoplasma gondii

1. HIREBRFROBE

AREEF, VTS X TR R (Toxoplasma gondii RH-strain)ZRALVT, YO XA TOMIKIEE | F-EMHEMFHRERALV-R
ETIESAEDMEILICAIIL:,

EELTELONEFEYTSXTEBED tachyzoite M5 genomic DNA ZiH L. #MEFLVT Toxoplasma gondii cox1 1B FE5—
SR ZLT= real-time PCR ZZDBIFEIT o1, BB RIL. 001pe/ L THY ., thDBIEFEEZ—FVMIL=BHRE S EREXE
ETHoED BE, ISk TIFINETEMNEBGEFESN TV 5200p ZRELTND ARV TSAIFERDFELERINT
W5, ZDT=8H. FYRESNBEF THD coxl BIEZFHFEMICLIEERAZL, hiE-BEEEEWERLEGFZHMETHLE
EZZbNd, 5k, BHEB(TKBEShS, FEMYTISATERVOBERBIAICIGHAL, EEORE - HEEFRALMHICLTIKTE
THb,

Y TSXTDEBIEFRSEERIZDLNTIL., AEE (L Nanopore Oxford technologies @ MinlON Z FLNT. preliminary 75851 % 1T
o71=, 1&E&E L1= Toxoplasma gondii RH-strain ) tachyzoite M5 genomic DNA Z i1 L T . Rapid sequencing kit Z FALNTREFY TS X
REHRDI—Y IV RETHTz, LOLENS, SRR TIX, EELET 25/ ENTELL =, ZOERIZDOVVTTHD
M. ERITHRXES LIZECA. BZOHMEL-DNA DMEICHBELAH -2 DEEIALND, TDT=H . REE LB OKRE TIE,
DNA i IChS LEFEHAT S, T-HMHE%IC. DNA DMEERERTHEN/NAERD, =, —RMIZ. FF VTS IXTED KRR
AKhDLFVYTSXY DNA ZEEHMETHS20 . B FE I EOEOIZMESI%E PCR A, (& LAMP A THIET 5L REL
HoTKABEEZLN, CORIZODVTESEBREAEITI,

2. MERRAEEOME R

In this fiscal year, we succeeded in establishing a stable culture method of Toxoplasma gondii RH strain grown in monolayer of HFF
and intraperitoneal infection using BALB/c mice. We extracted genomic DNA from tachyzoiite of T. gondii obtained by cultivation and
developed real-time PCR method targeting T. gondii cox1 gene. The detection limit was 0.01 pg / 1L, and the detection sensitivity
was the same as the reported cases targeting other genes. However, some toxoplasmosis cases deficient in 529 bp, previously
regarded as the target gene, has been reported recently. Therefore, this method targeting the cox1 gene, is considered to be a useful
genetic diagnostic method regardless of region or country. We plan to clarify the actual sensitivity and specificity by applying to
clinical specimens of various toxoplasmosis.

For developing genotyping method of T. gondii, we used MinION (Nanopore Oxford technologies) for preliminary study. Toxoplasma
gondii sequencing was performed using MinION Rapid sequencing kit (Nanopore Oxford technologies). However, We could not obtain
significant data. We considered the failure was due to the purity and the extract method of genomic DNA. Therefore, it is essential to
use a column for DNA extraction and confirm its purity. Since the amount of Toxoplasma DNA in clinical specimens is generally small,
it is necessary to amplify the target sequence in genotyping by PCR method or LAMP method before sequencing.
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