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Comparison of four lipid droplets staining methods in
Bursaphelenchus xylophilus

HUANG Linling, ZHOU Xiang, HU Jiafu, LIN Haiping, GUO Kai

( National Joint Local Engineering Laboratory of Biopesticide High-efficient Preparation, College of Forestry and

Biotechnology, Zhejiang A&F University, Hangzhou 311300, Zhejiang, China)

Abstract: [Objective] With a comparison of the four commonly used methods for staining Caenorhabditis
elegans lipid droplets, this study is aimed to figure out the most suitable dyeing method for Bursaphelenchus
xylophilus lipid droplets. [Method] Four were used to fix and characterize After the distribution of lipid
droplets in B. xylophilus was defined with its features revealed employ four dyeing methods including Sudan
black B staining, Nile red staining, oil red O staining, and post-fix oil red O staining, the stained nematodes
were observed and photographed microscopically, and then Image] software was used to count the
subcutaneous and intestinal lipid droplet pixels. [Result] 1) The four dyeing methods have a certain dyeing
effect on the lipid droplets of B. xylophilus. 2) Upon the observation of the lipid droplets after
microphotographing and the comparison of the pixel intensity after image processing by ImagelJ software, the
stained lipid droplets pixels with Sudan black B, Nile red, oil red O and post-fix oil red O are 200x10" m?,
41.64x10"”m?, 52.12x10" m?, and 83.85x10'" m’ respectively. 3) Lipid droplets stained by Sudan black have the
highest average pixel intensity, and lipid droplets stained by Nile red have the lowest average pixel intensity,
whereas the lipid droplets stained by post-fix oil red O, after calculation and conversion, produced a consistent
characterization with the original image, with a favorable separation of individual lipid droplet. [Conclusion ]

In conclusion, in light of the simplicity of the dyeing method, the length of dyeing time and the effect of dyeing,
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the improved post-fix oil red O method is the optimal method for dyeing lipid droplets in B. xylophilus, with the
size and distribution of lipid droplets clearly shown. [Ch, 4 fig. 1 tab. 17 ref.]
Key words: Bursaphelenchus xylophilus; lipid droplets staining; Nile red; oil red O; Sudan black; post-fix oil red O
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droplets in B. xylophilus
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Table I Comparison of different dyestuff markers and methods
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