
Supplementary Material 

 

Tissue dissociation for single-cell and single-nuclei 

RNA-sequencing for low amounts of input material 

 
Gordon Wiegleb1,2, Susanne Reinhardt3, Andreas Dahl3, Nico Posnien1,4 * 
 

 

 

 

*correspondence: nposnie@gwdg.de 
 

This PDF file contains:  

Supplementary Figures S1-S4  

Supplementary Table S1 

 

The following Supplementary Tables are available separately as Excel files:  

 

Supplementary Table S2: List of marker genes for each cluster in scRNAseq analysis. 

Supplementary Table S3: GO analysis of cell clusters identified in scRNAseq.  

Supplementary Table S4: List of marker genes for each cluster in snRNAseq analysis. 

Supplementary Table S5: GO analysis of cell clusters identified in snRNAseq.  
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Supplementary Table S1. Overview of different dissociation conditions.  

Samples within blocks (highlighted in grey and white) were prepared in parallel. The Flow Cytometer only provides percentages of survival because it stops after a defined number of events (i.e. 

~50,000 cells) and therefore absolute numbers are not meaningful. “Pipetting” refers to the number of strokes during and after incubation. 

 

 

 



 
 

Supplementary Figure S1. FACS-plot of D. melanogaster eye-antennal disc cells after live/dead cell staining. 

(A) Counterstaining of Propidium Iodide to label dead cells (y-axis, Q1) and Calcein violet to label live cells (x-axis, Q4). 

Double positive signals might indicate dying cells or incompletely separated cells (Q2). This method allows removing debris 

(Q3) efficiently. (B) The cell population P4 (i.e. 16,208 living cells) were isolated and used for the scRNAseq run using 10x 

Genomics. 

 

 
 

Supplementary Figure S2. Quality and quantity of cDNA after reverse transcription of mRNA fraction (polyA-based 

enrichment) and full-length cDNA amplification from cell lysate of 30 cells sorted from cell suspension of eye-antennal 

discs run on Fragment Analyzer (Agilent). Size distribution of all fragments show little impact on degradation (almost no 

cDNA detectable below 400 bp).  

 

 
Supplementary Figure S3. Fluorescence intensity curves from Bioanalyzer for fresh- and cryopreserved nuclei obtained 

by different nuclei extraction protocols.  

(A) The RNA was extracted directly from a fresh sample (36 eye-antennal discs), which was dissociated using the 10x 

Genomics protocol with 0.1% IGEPAL as a detergent. (B) RNA isolated from a cryopreserved sample, which was dissociated 

using a protocol based on Triton X-100 as a detergent and a variety of RNAse inhibitors [1]. Note that the sample was thawed 

for 3.5h before being frozen again. Both curves are close to the expectation of RNA isolated from D. melanogaster [2].  

 



 
Supplementary Figure S4. BioAnalyzer results comparing different nuclei isolation protocols for frozen samples. 

Samples 1, 2, 4 and 5 were dissociated using the protocol based on Triton X-100 as a detergent and a variety of RNAse inhibitors 

[1]. Samples 1 and 2 were dissociated by pipetting up and down and samples 4 and 5 were dissociated using a Dounce 

homogenizer. Samples 7 and 8 were dissociated using the protocol “10x Genomics® Isolation of Nuclei for Single Cell RNA 

Sequencing” [3]. Samples 7 and 8 were dissociated using only citric acid buffer and samples 10 und 11 were dissociated using 

only a detergent. Note that for D. melanogaster, intense bands are expected at about 40s and weaker bands at 25s and 45-50s 

[2]. Each run was repeated once. 
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