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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Abstract
	Sentence says “The aim is to isolate total RNA with high purity and quantity for downstream analyses such as RT-PCR and sequencing. The advantages of this optimized protocol in the miRNA isolation are the purified RNA products with additional washing steps described”
	Please correct to “The aim is to isolate total RNA with high purity and quantity for downstream analyses such as RNA sequencing, RT-PCR, and micro-array. The advantages of this optimized protocol in the miRNA isolation are capabilities of isolating highly purified RNA products with additional washing steps described”

	2.
	Abstract
	Sentence says “However, the RNA isolates from up to 200 mg samples are sufficient for most of downstream analyses such as RNA sequencing, RT-PCR, micro-array.”
	Please correct to “However, RNA isolates from a sample of up to 200 mg are sufficient for most downstream analyses.”

	3.
	Introduction
	Sentence says “The RNA acquired is utilized for downstream analyses such as RNA sequencing, RT-PCR, micro-array.”
	Please correct to “The RNA acquired is utilized for downstream analyses such as RNA sequencing, RT-PCR, and micro-array.”

	4.
	Introduction
	Sentence says “This method is not for studies where the microbial transcriptome is investigated.”
	Please correct to “Principally, this method is not suitable for studies where the microbial transcriptome is being investigated.”

	5.
	Protocol:
2.1
	Sentence says “Add 21 mL of American Chemical Society (ACS) grade 100% ethanol to the Wash Solution 1 provided in the miRNA Isolation Kit, (see Table of Materials), to reach the final volume of 30 mL, as shown on the bottle.”
	Please correct to “Add 21 mL of American Chemical Society (ACS) grade 100% ethanol to the Wash Solution 1 provided in the miRNA Isolation Kit (see Table of Materials) to reach the final volume of 30 mL, as shown on the bottle. Vortex till everything dissolves in the bottle.”

	6.
	Protocol:
4.1
	Sentence says “CAUTION: Fecal samples should be processed immediately when thawed from -80 °C without even partial thawing to ensure all RNases released and captured as ice crystals rupture both interior and exterior cellular compartments when cells thaw.”
	Please correct to “CAUTION: Fecal samples should be processed immediately when thawed from -80 °C without even partial thawing to minimize the release of RNases and cellular RNA as ice crystals rupture both interior and exterior cellular compartments when cells in sample thaw.”

	7.
	Representative Results
	Sentence says “A further small RNA electrophoresis with the chip-based electrophoresis reveals that a large portion of the RNAs are of microRNA size (Figure 1B), consistent with the observation that the quantification done with small RNA bioanalyzer is comparable to that obtained with previous assays6.”
	Please correct to “A further small RNA electrophoresis with the chip-based electrophoresis reveals that a large portion of RNAs are of microRNA size (Figure 1B). This is consistent with the observation that the quantification completed by using a small RNA bioanalyzer is comparable to that obtained with previous assays6.”

	8.
	Figure legend of Figure 1
	Sentence says “(A) Representative RNAs isolated from 2 mouse fecal pellets (left panel) and 100 mg human stool specimens (right panel) using the protocol descripted here were characterized using the chip-based electrophoresis assay, which suggests the majority of RNA isolates were small RNA.”
	Please correct to “(A) Representative RNAs isolated from 2 mouse fecal pellets (left panel) and 100 mg human stool specimens (right panel) using the protocol described here were characterized using the chip-based electrophoresis assay. This assay suggests that the majority of RNA isolates were small RNA.”

	9.
	Discussion
	Sentence says “Furthermore, a start sample material of more than 200 mg is not recommended.”
	Please correct to “Furthermore, a start sample material of more than 200 mg is not recommended as it may create the difficulty in the clear formation of an interphase.”

	10.
	Discussion
	Sentence says “We have adapted the protocol by eliminating the lysing steps to minimize RNA contaminations from living bacteria and living host cells in the feces.”
	Please correct to “As such, we adapted this protocol to eliminate lysis steps for minimizing contaminations of RNA from living bacteria and living host cells in feces.”
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