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Effect of the freezing followed by melting at RT on the infection ability of Toxoplasma gondii GT1
tachyzoites in vitro

GUO Hai-ting, TAN Jie, HE Yu-lin, LIANG Xue, Li Zhong-yuan (Guangxi Key Laboratory of Brain and

Cognitive Neuroscience s Basic Medicine College sGuilin Medical University sGuilin sGuangxi 541199, China)

Objective To explore the effect of the freezing followed by melting at room temperature (RT) on the in-
fection ability of Toxoplasma gondii GT1 tachyzoites in vitro. Methods T. gondii GT1 tachyzoites were passaged for
three times using HFF cells,and the cultures at the last time were scraped,2. 0 mL of which were broken and subsequent-
ly used for counting parasite. The residual cultures in which the number of parasites was switched to 10 000 per milliliter,
were loaded into 1.5 mL tube, 100 pL. each. After divided into three groups randomly,all the samples were simultaneous-
ly placed at 4 ‘C for freshness,and then the time was as 0 h. Five tubes each group were taken out at 0,12,24,36,48 and
60 h post placement.and followed to store at 4 ‘C,—20 C,or —80 C. All the samples were fully melted at RT about 22
‘C when the first ones were frozen for 72 h,and were completely added into 6 — well plates to continuously co-culture with
HFF cells. The plaques within three visual fields were totally recorded under 10 objective lens at 3,5,and 7-day post in-
fection (dpi) ,respectively. If the total number was zero, the full-vision scanning would be performed, which was also used
to identify the plaques at 7 d post the blind passage of the cell cultures with no plaque formation detected at 7 dpi.  Re-
sults The results from the three random visual fields showed that the plaques formed by the GT1 tachyzoites stored at 4
‘C were distinguished only at 3 dpi.and no statistic difference was detected among all the wells containing these parasites.
Moreover, the infection abilities of T. gondii GT1 tachyzoites were both significantly reduced by the freezing at -20 °C
and -80 C followed by melting at RT in vitro. The data from the blind passages showed that the plaques of the GT1
tachyzoites were still detected at 7 dpi, which were frozen at —20 C or —80 “C for 24 h followed by melted at RT before,
and the number of plaques formed at —80 ‘C was more than that of —20 °C. Noteworthily, the plaque cannot be detected
during passaging the cell cultures in which the parasites were frozen for not less than 36 h followed by melted at RT.

Conclusion 1 000 tachyzoites of T. gondii GT1 strain each well is suitable for infecting host cells in 6-well plate,and
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their infection abilities in vitro, which were not disturbed by storing at 4 “C for not more than 72 h.are significantly weak-

ened by the freezing at —20 C and —80 C for not less than 36 h followed by melting at RT about 22 C.
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Fig. 1 Plaques on HFF cells formed by T. gondii GT1 tachyzoites at 3,5,7 days post infection (dpi)
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Fig. 2 Effect of the freezing followed by melting at RT onthe plaque
formation of T. gondii GT1 tachyzoites
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Fig.3 Identification of the cells produced by blind passaging
the cultures in which no plaque was detected before based
on the full-vision scanning
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