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Figure 1.

The flow cytometry sorting interface of the mixed sample of E. coli, BY4741 and W303. R1 indicated

the area where E. coli cells were located, R2 indicated the interface of BY4741 and W303, R3 indicated the yeast

sorting area.
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Figure 2.

Microscopic observation of droplet after sorting. A: A single droplet including yeast-like cells and an

empty droplet were observed under microscope; B: Empty droplets, droplets of singlecells and without visible

droplets were detected in the 96-well plate. Experiments were repeated three times and the mean+SD values were

obtained.
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& 3.

The yeast culture after sorting in R3. A: Microscopic observation of the yeast cultured after sorting in

Figure 3.
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R3; B: Analysis of 10-pL samples cultured in SD-Trp-Met, SD-Trp, or SD-Met medium with shaking overnight.
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Figure 4. Comparison of the clonal recovery rate of pathogenic fungi in different culture conditions. A: The clonal
recovery rate of pathogenic fungi cells in YPD medium; B: The clonal recovery rate of C. neoformans JEC21 and
H99 isolates on auxotrophic medium; C: The clonal recovery rate of C. neoformans JEC21 single cells and multiple
cells on auxotrophy media. Experiments were repeated three times and the mean+SD values were obtained.
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Using cell sorting techniques to explore the recovery of
individual Cryptococcus neoformans cells

Liyan Zhou'?, Yu V. Fu"*'

' State Key Laboratory of Microbial Resources, Institute of Microbiology, Chinese Academy of Sciences, Beijing 100101, China
* Savaid Medical School, University of Chinese Academy of Sciences, Beijing 100049, China

Abstract: [Objective] A method of sorting single cells of Cryptococcus neoformans by flow cytometry was
established to determine factors influencing proliferation of single C. neoformans cells. [Methods] The Moflo XDP
flow cytometric sorter was used. The clonal recovery rate of C. neoformans cell was determined under various
conditions. [Results] Single C. neoformans cells sorting process by cytometry was established. Single C.
neoformans cells could recover growth which was affected by nutritional conditions and strains. Under nutrient-rich
conditions, the clonal recovery rates of C. neoformans stains JEC21 and H99 were 74% and 88%, respectively.
Under oligotrophic conditions, the clonal recovery rate of JEC21 was 37%; while the clonal recovery rate of H99
was 80%. The clonal recovery rate of JEC21 increased with increasing initial number of cells. When the cell
number of JEC21 strain was 100, the clonal recovery rate was 55%; when the cell number was 1000, the clonal
recovery rate was 97%. [Conclusion] The single C. neofroman cells sorted by flow cytometry had the capacity of
recovery to growth, and the capacity was affected by nutritional conditions and strains.

Keywords: single cell sorting technology, flow cytometry, C. neoformans
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