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Impact of RNF213 p.R4810K variant on Postoperative Temporal Muscle Swelling Used in Encephalo-Myo-Synangiosis After Combined Revascularization for Moyamoya Disease
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Supplementary 1. Correlation analysis for the quantification of the temporal muscle pedicle volumes obtained by each of XYZ/2 formula versus computer-assisted volumetric assessment
The volume calculated using the XYZ/2 method was validated against computer-assisted volumetric assessment. Thus, eighteen procedures in 15 patients had been included in our previous analysis [1]. Correlation coefficients for the temporal muscle pedicle volumes obtained by each of XYZ/2 formula versus computer-assisted volumetric assessment were: 0.96 for POD 0 (n=18 pairs); 0.73 for POD 1 (n=18 pairs); 0.94 for POD 7 (n=14 pairs); 0.96 for POD 14 (n=15 pairs); and 0.77 for POD 30 (n=18 pairs). 
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Supplementary 2. Genetic Analysis of the RNF213 founder polymorphism (p.R4810K)
In accordance with the institutional review board-approved protocol, written-informed consent was received for genetic analysis from MMD patients or their guardians. Whole blood samples were collected from the study participants with written informed consent, centrifuged immediately, and blood cell pellets were stored at −80 °C until further analysis at research division of genome companion diagnostics in our hospital who were blinded to individual clinical data. Thus, genomic DNA was extracted using the QIAsymphony DSP DNA Midi Kit (937255, QIAGEN, Hilden, Germany) from the blood cells. Real-time polymerase chain reaction (PCR) was performed using Light Cycler 96 (Roche, Mannheim, Germany). PCR reaction mixtures were prepared using the Taqman genotypingmaster mix (4371355, Applied Biosystems, Foster City, CA, USA) and Taqman single nucleotide polymorphism genotyping assay (4351379, Thermo Fisher Scientific, Waltham, MA, USA) to identify RNF213 founder mutation (p.R4810K). According to the manufacturer’s instructions, the thermal cycling conditions were as follows: primary enzyme activation at 95°C for 10 minutes, followed by 40 cycles of denaturation at 95°C for 15 seconds, and annealing and extension at 60°C for 1 minute. After PCR amplification, an endpoint plate read was performed on the real-time PCR instrument to determine the allele type in each sample (p.R4810K, rs112735431, c.14429G>A located at chr 17:80385145 [GRCh38.p12], https://www.ncbi.nlm.nih.gov/snp/rs112735431).
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