Appendix 1. Cell type-specific sorting by BD Aria IT using postmortem human brain sample.

An overview of cell type-specific sorting using postmortem samples of prefrontal cortex.

UMB_ID Category Date Weight NeuN* NeuN- NeuN* gDNA NeuN™ gDNA Purity
(mg) (n (%)
9) (ng)
1815 Rett 20141112 32 206,157 359,601 486 382 99.7
1571 20141113 97 607,553 1,454,375 1,378 2,587 99.6
20141120 125 1,447,909 8,068,812 3,666 22,100 99
20141119 77 1,073,946 1,226,869 3,042 2,015 99.2
4852 20141029 104 32,136 5,297,495 101 2,756 NA
20141030 45 404,093 1,135,614 1,144 1,128 99.6
20141104 67 1,100,590 4,426,782 928 1,404 94.8
20141204 54 NA NA 1,755 1,173 99.1
1420 20141127 NA 691,671 2,046,284 1,677 4,394 99.7
20141203 132 1,492,461 3,809,266 2,782 3,952 98.6
Average 81 784,057 3,091,678 1,696 4,189 98.8

Default parameters of BD Aril II:

FSC=260; SSC=330; DAPI=250; PE=457

Description of the FACS gating:

The first gate (P1) was set as an FSC-A vs. SSC-A plot to discriminate the population containing small size debris. The second (P2) and third (P3) gates
were set as FSC-H vs. FSC-W and SSC-H vs. SSC-W plots, respectively, to remove doublets and clumps. The fourth (P4) NeuN" and fifth (P5) NeuN~
gates were set in the NeuN-PE (561 nm) vs. FSC-A plot. The sixth (P6) NeuN™ and seventh (P7) NeuN" gates were set in a count plot of NeuN-stained
nuclei.

Description of the FACS sorting log files:

Before staining nuclei, we kept 20 pl of the nuclei fraction from the human brain tissue sample in another tube and add 180 pl of 1% BSA in PBS. This
served as an unstained control sample (TUBE: PBS CONTROL) for flow cytometry. The rest of nuclei fraction was stained with NeuN-PE. Before
sorting samples, the cytometer settings should be optimized for scatter and fluorescence parameters by adjusting forward scatter (FSC) and side scatter
(SSC) voltages. The FSC threshold should be optimized by using an unstained control sample (TUBE: PBS CONTROL) to display the population of
nuclei appropriately on the FSC vs. SSC plot. Fluorescence photomultiplier tube (PMT) voltage for the signal from blue laser should be optimized
using a small volume of the stained sample (TUBE: PE ONLY CONTROL). Adjusting P4 (NeuN") and P5 (NeuN") sorting gates using a small volume
of the stained sample with DAPI (TUBE: PE + DAPI). After the adjustment, we sorted the nuclei fraction by P4 (NeuN") and P5 (NeuN") gates using
NeuN-PE stained sample (TUBE: PE SAMPLE). Collect the sorted nuclei in the collection tubes. After sorting, some of the sorted fractions should be
reanalyzed to verify the purity (TUBE: GLIA BACK and TUBE: NEURON BACK).




The BD Arial II FACS sorting reports of UMB#1815
Sample: prefrontal cortex

Category: Rett patient
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The BD Arial II FACS sorting reports of UMB#1571
Sample: prefrontal cortex

Category: healthy control
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The BD Arial II FACS sorting reports of UMB#4516
Sample: prefrontal cortex

Category: Rett patient
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The BD Arial II FACS sorting reports of UMB#1846
Sample: prefrontal cortex

Category: healthy control
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The BD Arial II FACS sorting reports of UMB#4852
Sample: prefrontal cortex

Category: Rett patient
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The BD Arial II FACS sorting reports of UMB#1347
Sample: prefrontal cortex

Category: healthy control
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The BD Arial II FACS sorting reports of UMB#4882
Sample: prefrontal cortex

Category: Rett patient
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The BD Arial II FACS sorting reports of UMB#4591
Sample: prefrontal cortex

Category: healthy control
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The BD Arial II FACS sorting reports of UMB#1420
Sample: prefrontal cortex

Category: Rett patient
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The BD Arial II FACS sorting reports of UMB#1455
Sample: prefrontal cortex

Category: healthy control
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