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Introduction
The use of next-generation sequencing (NGS) techniques is on-

demand for many biological applications [1, 2]. Obtaining DNA with 
good quality is crucial for any molecular technique [3] (pp 27), like 
metagenomics studies [4]. High-quality DNA is referred to as DNA 
with a high molecular weight, with an A260/A280 ratio between 1.8-
2.0, and without contaminant substances [5,2]. These substances 
can act as polymerization inhibitors [6], the same happens with 
the presence of biliary salts, urea, phenols, polysaccharides, 
humic acids, tannic acid, and others [7]. These particular DNA 
characteristics are hard to obtain when complex samples are 
analyzed [8]. In the Biomedical Innovation laboratory at the CICESE 
in México, environmental metagenomics studies are performed 
regularly. Most of the time, the samples that are analyzed are unique, 
unrepeatable, expensive to resample, or not typical. For example,  

 
sea lion pups fecal cotton swabs (SPFS) from seven rookeries in the 
Midriff region of the Gulf of California, were collected to perform 
metagenomics of the anal-associated microbial community. 

On the other hand, at the same time, several marine sediment 
(MS) samples from the Gulf of Mexico were analyzed in the same 
way (up to 3,000 m deep). These kinds of samples are unique 
and unrepeatable because the environmental, ecological, and 
physiological characteristics are in continuous change. Therefore, 
the metagenomics associated with these samples was unique 
at the time, hence the value of these samples. Even when there 
are some manuscripts about marine mammals metagenomics 
in fecal swabs [9], or about the bacterial communities present in 
the marine sediments; problems with the samples still exist. So, it 
was needed to find a way to standardize the technique for samples 
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with these specific characteristics. For both kinds of samples 
mentioned, it was needed to perform a routine PCR step, which 
was repressed by some inhibitor. Consequently, the downstream 
steps for the metagenomics analyses were inhibited too. In this 
work, we combined the use of two commercial kits from different 
brands, which are relatively inexpensive and diverse use, with 
modifications to avoid the PCR’s inhibitors present in seal ions fecal 
samples, and marine sediment samples to complete the subsequent 
metagenomics studies. 

Experimental Design
Both kinds of samples, the cotton swabs, and the marine 

sediment were transported in liquid nitrogen to The Biomedical 
Innovation Research Laboratory at CICESE, to be processed. Several 
DNA extractions were performed with commercially available 
kits to obtain functional DNA. The isolation of genomic DNA from 
Gram-negative bacteria SPFS was processed with two different 
kits: Wizard Genomic DNA Purification Kit, Promega Corporation, 
WI, USA, and the PureLink Genomic DNA kit, Life Technologies, 
CA, USA. Both protocols were modified to provide higher quality 
genomic DNA (section I). In the first attempt, Wizard Genomic DNA 
Purification kit (Promega Corporation, Madison, WI) was employed, 
the DNA concentration obtained was quantified in NanoDrop 
spectrophotometer, showing the presence of that biomolecule 
(Table 1), however PCR-products were not obtained. This extraction 

protocol was applied few more times, with modifications (data do 
not show), but the same results were obtained. Then, a second DNA 
extraction protocol was implemented, using others SPFS (PureLink 
Genomic DNA kit; Life Technologies, Carlsbad, CA, USA; Cat. no.: 
K1820-01). 

Even, when the DNA concentration and A260/A280 ratio was 
theoretically good enough (Table 1), no PCR-products was 
observed in the agarose gel electrophoresis, as in the case of 
promega kit, different variations of this protocol were tried, but 
no PCR-products were obtained. For marine sediment, in the first 
attempt, the PowerMax Soil DNA Isolation Kit (MoBio Laboratories, 
Inc., Carlsbad, CA, USA; Cat. No.: 12888-50) was employed; as in 
the SPFS samples, despite the concentration and quality of DNA 
it was theoretically good enough (Table 1), no PCR-products were 
observed. Then, the PureLink Genomic DNA kit (Life Technologies, 
Carlsbad, CA, USA; Cat. no.: K1820-01), was implemented, but as 
in the SPFS samples, no PCR-products was observed, and as in the 
SPFS case, different variations were tried, for all attempts, no PCR-
products were obtained. That absence of PCR-products in both kind 
of samples, was related to an unknown PCR-inhibitor. To avoid the 
PCR-inhibitor, the two protocols were combined in a sequential 
way, first, Wizard protocol, then PureLink Genomic DNA kit, from 
the column purification step and forward. This combined protocol 
was named as “integrated protocol”, and then PCR-products was 
observed.

Table 1: DNA concentration and A260/A280 ratio for the Wizard Genomic DNA Purification Kit and the PureLink Genomic DNA kit 
protocols separately and using the integrated protocol implemented on this work.

Sample
WizardR Genomic DNA Purification Kit PureLinkR Genomic DNA kit Integrated Protocol

[DNA] A260/A280 [DNA] A260/A280 [DNA] A260/A280

Sealion PFS 89 ng/μL 1.52 45ng/μL 1.68 35 ng/μL 1.95

Once the DNA samples were standardized, the metagenomic 
mass sequencing analyzes with the IonTorrent NGS S5 platform 
(Thermo Fisher) were performed. Materials 

• 10, 200, and 1000 μl wide-bore micropipette filter tips (Barrier 
tips, Thomas Scientific, Swedesboro, NJ, Cat. No. 1149J65, 
1138W65, 1145N12). 

• 100% Ethanol proof molecular biology grade (Sigma-Aldrich, 
St. Louis, MO, USA; Cat. No.: E7023-500ML). 

• 100% Isopropanol proof molecular biology grade (Sigma-
Aldrich, St. Louis, MO, USA; Cat. No.: I9516-500ML). 

• Nuclease free water (Thermofisher Scientific, Waltham, MA, 
USA; Cat. No.: AM9930). 

Materials 

•	 Wizard Genomics DNA Purification Kit (Promega Corporation, 
Madison, WI, USA; Cat. No.: A1120) 

•	 PureLink Genomic DNA Kit (Life Technologies, Carlsbad, CA, 
USA; Cat. no.: K1820-01). 

•	 Ion Universal Library Quantitation Kit (Thermofisher 
Scientific, Waltham, MA, USA; Cat. No.: A26217). 

•	 PowerSoil DNA Isolation kit (MoBio Laboratories, Inc., 
Carlsbad, CA, USA; Cat. No.: 12888-50). 

•	 High Sensitive DNA Kit (Agilent Technologies Santa Clara, CA, 
USA; Cat. No.: 5067-4626). 

•	 Ion 16S Metagenomics Kit (Life Technologies, Carlsbad, CA, 
USA, Waltham, MA, USA; Cat. No.: A26216).

•	 Ion 510 & Ion 520 & Ion 530 Kit-Chef (Life technologies, 
Carlsbad, CA, USA, Waltham, MA, USA; Cat. No.: A34461). 

•	 Ion 530 Chip Kit (Life Technologies, Carlsbad, CA, USA; Cat. 
No.: A27764). 
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Equipment 

•	 Thermoblock (ThermoStat plus, Eppendorf, Hauppauge, NY, 
USA; Ref. 5383000019). 

•	 Ultracentrifuge (5418R, Eppendorf, Hauppauge, NY, USA; Cat. 
No.: 5401000137). 

•	 Vortex (Benchmarck Scientific, Edison, NJ, USA; Cat. No.: 
BV1000). 

•	 NanoDrop Spectrophotometer (ThermoFisher Scientific, 
Waltham, MA, USA; Cat. No.: ND-LIT-PR). 

•	 2100 Agilent Bioanalyzer (Agilent Technologies Santa Clara, 
CA, USA; Cat. No.: G2939BA). 

•	 ProFlex PCR System (Thermofisher Scientific, Waltham, MA, 
USA; Cat. No.: 4484073). 

•	 Ion Chef Instrument (Thermofisher Scientific, Waltham, MA, 
USA; Cat No.: 4484177). 

•	 Ion GeneStudio S5 Series for NGS (Thermofisher Scientific, 
Waltham, MA, USA; Cat. No.: A38194). 

Samples 

Sealion pup fecal swabs (SPFS): 125 cotton swabs were 
collected, containing the anal-associated microbial community of 
sea lion pups (SPFS) from seven rookeries in the Gulf of California 
in July-August from 2018 and 2019. Under SAGARPA permission 
No. SGPA/DGVS/003083/18.

Marine Sediment (MS): Recovered more than 70 deep-sea 
sediment samples, between 1000 m and 3700 m of depth from the 
Gulf of Mexico basin among 5 years of study, from 2012 through 
2018. 

All samples were kept in liquid nitrogen during the campaign 
and kept at -80ºC in the laboratory until processed. 

Procedure 

	 DNA extraction from SPFS and DFS: Wizard (Promega) 
protocol for Gram-negative Bacteria (Around 2.5 hours of 
hands-on work). 

	 Add 600 μl Nuclei lysis Solution. Vortex 10 seconds (secs).

	 Incubate for 25 minutes (min) at 80°C, then cool down to room 
temperature. CRITICAL STEP

	 Add 3 μl of RNase solution. Mix and incubate at 37°C for 30 
min, then cool to room temperature.

	 Add 600 μl of Protein Precipitation solution. Vortex 5 secs. 
Incubate on ice for 5 min. Centrifuge at 16000 g for 3 min.

	 Transfer the supernatant to a clean tube with 600μl of 
isopropanol. Mix. Centrifuge at 16000 g for 2 min and decant 
the supernatant. Carefully pour off and drain the tube.

	 Add 600 μl of room temperature 70% ethanol and invert the 
tube several times to wash the DNA pellet. Centrifuge at 16000 
g for 2 min. carefully pour off and drain the tube on clean 
absorbent paper upside-down. Allow the pellet to air dry for 
10-15 min. 

	 CRITICAL STEP Rehydrate the DNA pellet in 50 μl of nuclease-
free water and let it sit overnight at -20°C. Continue at step 3.3. 

	 DNA extraction from MS environmental samples: PowerMax 
Soil DNA Isolation Kit (MoBio) (Around 3 hours of hands-on 
work). 

	 Add 15 ml of PowerBead Solution to a PowerBead Tube with 
between 8 and 10 g of the soil sample, add 1.2 ml of Solution 
C1. 

	 Vortex for 15 minutes at the highest speed. 

	 Centrifuge tubes at 2500 x g for 3 minutes at room temperature 
and transfer supernatant to a clean tube, add 5 ml of Solution 
C2 and mix. 

	 Incubate at 4°C for 10 minutes. 

	 Centrifuge tubes at 2500 x g for 4 minutes at room temperature. 
Transfer supernatant to a clean tube, add 4 ml of Solution C3, 
and mix.

	 Incubate at 4°C for 10 minutes. 

	 Centrifuge tubes at 2500 x g for 4 minutes at room temperature. 
Transfer supernatant to a clean tube, add 30 ml of Solution C4, 
and mix.

	 Fill Spin Filter with solution from the previous step and 
centrifuge at 2500 x g for 2 minutes at room temperature. 
Discard flow-through and add a second volume of supernatant 
to the same Spin Filter and centrifuge at 2500 x g for 2 minutes 
at room temperature. Discard flow through and repeat until 
the entire volume has passed through the spin filter. 

	 Add 10 ml of Solution C5 to Spin Filter and centrifuge at 2500 
x g for 3 minutes at room temperature. Discard flow-through. 

	 Centrifuge Spin Filter at 2500 x g for 5 minutes at room 
temperature. Place Spin Filter in a new Collection Tube. 

	 Add 5 ml nuclease-free water to the Spin Filter and centrifuge 
at 2500 x g for 3 minutes at room temperature. 

	 Store the DNA at -20°C. Continue at step 3.3. 

	 Second phase extraction (Purification). Using the PureLink 
Genomic kit (Life Technologies) protocol for gram-negative 
bacteria (around 1 hour of hands-on work). 

	 Add 40 μL RNase A and vortex. Add 400 μL PureLink Genomic 
Lysis/Binding Buffer and vortex it again. 
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	 Add the lysate sample (≈700 μL) to the PureLink Spin Column. 
Centrifuge at 10000 g for 1 min at room temperature. Discard 
the collection tube and place the spin column into a clean 
collection tube.

	 Add 700 μL Wash Buffer 1 with ethanol to the column. 
Centrifuge at 10000 g for 1 min. Discard the collection tube 
and place the spin column into a clean collection tube. 

	 Add 700 μL Wash Buffer 2 with ethanol to the column. 
Centrifuge at 10000 g for 1 min. Discard the collection tube 
and place the spin column alone into a clean tube. Centrifuge at 
16000 g for 30 secs. Place the column into a sterile 1.5 μL tube. 

	 Add 50 μL of nuclease-free water to the column. Incubate at 
room temperature for ≈2 min. Centrifuge the column at 16000 
g for 1.5 min. 

	 Store the DNA at -20°C until used. 

	 PCR conditions to test functional DNA.

	 This PCR was performed using the GOTaq ® DNA Polymerase 
reagents (Promega), with this protocol.

	 Add 10 ng DNA extracted

	 In a sterile, nuclease free microcentrifuge tibe, combine the 
following on ice:

	 4 μl 5X Green Buffer 

	 2.4 μl 1.5 mM MgCl2

	 0.4 μl 10 mM dNTP´s mix

	 0.4 μl 0.25 μM forward primer

	 0.4 μl 0.25 μM reverse primer

	 0.1 μl GoTaq® DNA Polymerase (5u/µl) 

	Mix on vortex by 5s

	 The PCR programme consisted of an initial denaturation at 
95°C for 2 min, 30 cycles of 95°C for 30 s, 55°C for 30 s, 72°C 
for 30 s, and a final incubation at 72°C for 5 min. 

	 Products were resoved by agarose 1.5% (Sigma-Aldrich, 
A9539G) 

Results
From sea lion samples, only three pooled SPFS samples were 

employed to standardize both protocols independently. In both 
cases, the PCR reaction came out negative (Figure 1). The same 
outcome occurs with the Marine Sediment samples extracted 
with the MoBio protocol, with no positive PCR results (Figure 1). 
Bacterial 16S gene amplification from the DNA obtained from 
SPFS, was positive using the integral protocol (Promega-Life 
Technologies) described above. The DNA of cotton swabs had an 
acceptable quality DNA ratio (A260/A280= 1.95) (Table 1) [5]. It 
was comparing the DNA concentration obtained with the separated 
protocols at the first stage, which presented a higher concentration 
with lower quality DNA (Table 1). After the integrated protocol was 
implemented, a final DNA concentration of 35 ng/μl for the SPFS 
(Table 1) and 77 ng/μl for the Marine sediments (Table 2) was 
obtained, with much better quality for both sample types. DNA 
integrity and 16S PCR products were resolved by gel electrophoresis 
(TRIS-agarose 2%) for the SPFS and the MS (Figure 2). 

Figure 1: Gel Electrophoresis (TRIS-agarose 2%) for DNA the extractions and PCR amplification, using the Wizard Protocol 
(Promega) for the SPFS and the PowerMax Soil DNA extraction kit (MoBio) for the MS samples.
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Figure 2: Gel Electrophoresis (TRIS-agarose 2%): DNA obtained from the cotton swabs and the marine sediments obtained 
with the integral protocol, with their positive PCR products of 1469 bp.

Table 2: Marine sediment DNA concentration and A260/A280 ratio, for the Power Soil DNA Isolation kit protocol and the integrated 
protocol.

Sample
Power Soil DNA Isolation Kit Integrated Protocol

[DNA] ng/μL A260/A280 [DNA] A260/A280

Marine Sediment 154 1.45 77 1.96

Figure 3: Analysis of 16S genomic DNA amplification with a bioanalyzer spectrophotometer.
(a) Gel imaging of the genomic DNA extracted with the integrated protocol from 11 SPFS sample pools.
(b) Trace of one of the samples shown in figure 3a. The samples analyzed here were used for library construction and sequencing 
on the IonTorrent S5 platform.

A second verification of the quality of both DNA extractions was 
performed using a Bioanalyzer (Agilent Technologies) (Figures 3a 
& 3b) and corroborated with a successful metagenomic sequencing 

with the IonTorrent S5 next-generation sequencing platform using 
the 16S Ion 530 Chip Kit (Life Technologies, Carlsbad, CA, USA 
(Figure 4). It is not the main of this paper to show the results of 
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the mass sequencing mentioned, but the evidence of the successful 
sequencing can be seen in Figure 4. Discussion The integrated 
DNA extraction protocol proposed in this work is an efficient and 
accessible alternative for polymerization-inhibitors removal for 
valuable samples, or when one does not have the means or the time 

to identify the specific inhibitors present in the sample. It was not 
the subject of this work to elucidate the nature of the inhibitor or 
inhibitors present in the samples, but to remove any contaminant 
that could damage or outperform the sample analyzes. 

Figure 4: Sequencing information of one of the chips used to sequence the samples standardized on this study, showing the 
total reads, chip loading, and fragment length in base-pairs, in an Ion Torrent S5 genetic sequencer (Thermofisher Scientific).

Due to the different nature of all the samples analyzed in 
this study, it is possible to infer which group of inhibitors were 
responsible for the PCR blockage. In the case of the sea lion pup’s 
fecal swabs, the presence of complex polysaccharides has been 
reported [10,11]. For the marine sediment samples, the presence 
of humic acid is familiar [12], which is known to inhibit the PCR 
reaction [7]. Without precise knowledge about the chemistry of the 
reagents used by the Promega and Life Technologies kits, it is only 
possible to theorize why the coupling of both protocols manage to 
eliminate or minimize the concentration of the possible inhibitors 
in this kind of biological samples. When the protocols are used 
individually, the relatively large quantity of extracted DNA obtained 
with the Promega protocol might have an equal proportion of the 
unknown inhibitor, blocking of the PCR reaction. In respect to the 
Life Technologies protocol, possibly the nature or concentration 
of the inhibitor saturates the column matrix, and it allows this 
inhibitor to pass through. Nevertheless, when we use the Promega 
protocol first, their chemistry might pre-wash the DNA, diminishing 
the concentration of the inhibitor, allowing the Invitrogen reagents 
and extraction column to purify the DNA. 

This protocol employs reagents of two commercial kits that are 
common in most laboratories, and they are not too expensive. The 
results obtained here show that although there is a decrease in the 
DNA extraction quantity, this final DNA meets the requirements 
necessary to perform NGS analyzes successfully, making this 

coupled protocol a perfect alternative to be used in complex 
biological or environmental samples. 

Author Contributions
Conceptualization, RGS, and DRD; methodology: RGS, DRD, and 

ALN; formal analysis: RGS, DRD, and ALN; investigation: RGS, and 
DRD; writing-original draft: DRD, RGS; writing-review and editing, 
RGS, ALN, DRD; supervision, ALN; project administration, ALN; 
funding acquisition, ALN.

Funding
This research was funded internally by CICESE grants: 685-

101 (Ph.D. Alexei Licea Navarro) and 622-146 (Ph.D. Elena Solana). 
Funded in part by the National Council of Science and Technology 
of Mexico (CONACYT)-Mexican Ministry of Energy – Hydrocarbon 
Trust, project 201441. This research is a contribution to the Gulf of 
Mexico Research Consortium (CIGoM).

Acknowledgment
 Special thanks to Ph.D. Rosalía Ávalos from “La dirección de la 

Reserva de la Biosfera de Bahía de los Ángeles y canales de Ballenas 
y Salsipuedes” (Comisión Nacional de Áreas Naturales Protegidas 
(CONANP)-Secretaria de Recursos Naturales y Medio Ambiente; 
Gobierno Federal, México) for sample collecting and technical 
suggestions. 

https://dx.doi.org/10.26717/BJSTR.2021.37.005965
https://dx.doi.org/10.26717/BJSTR.2021.37.006014


Copyright@ Ricardo A González-Sánchez | Biomed J Sci & Tech Res | BJSTR. MS.ID.006014.

Volume 37- Issue 3 DOI: 10.26717/BJSTR.2021.37.006014

29499

Submission Link: https://biomedres.us/submit-manuscript.php

Assets of Publishing with us

• Global archiving of articles

• Immediate, unrestricted online access

• Rigorous Peer Review Process

• Authors Retain Copyrights

• Unique DOI for all articles

https://biomedres.us/

This work is licensed under Creative
Commons Attribution 4.0 License

ISSN: 2574-1241
DOI: 10.26717/BJSTR.2021.37.006014

Ricardo A González-Sánchez. Biomed J Sci & Tech Res

Conflicts of Interest
The authors declare no conflict of interest.

References
1. Oppert B, Stoss S, Monk A, Smith T (2019) Optimized Extraction of Insect 

Genomic DNA for Long-Read Sequencing. Methods Protoc 2(4): 89.

2. Healey A, Furtado A, Cooper T, Henry R (2014) Protocol: a simple 
method for extracting next-generation sequencing quality genomic DNA 
from recalcitrant plant species. Plant Methods 10: 2-8.

3. Barttlet JMS (2003) Extraction of Nuclei Acid Templates. In PCR Protocols 
(2° Ed). In: Barttlet JMS, Stirling D (Eds.)., Human Press 226: 27.

4. Martínez-Pérez, González-Piñeres N (2014) Métodos para purificación 
de Metagenoma para estudios de Diversidad Biológica, Biomedicina y 
Biotecnología con base al gen ARN Ribosomal 16S. Innovaciencia 2(1): 
4-6.

5. (2008) Thermo Scientific: 260/208 and 260/230 Ratios. In T009-
technical Bulletin. p. 1-2.

6. Abu Al-Soud W, Randstrom P(1988) Capacity of nine thermostable DNA 
polymerase to mediate DNA amplification in presence of PCR-inhibiting 
samples. App. Environ. Microbiol 64(10): 3748-3753.

7. Schrader C, Schielke A, Ellerbroek L, Jhone R (2012) PCR inhibitors-
occurrence, properties and removal. J Appl Microbiol 113(5): 1014-
1026.

8. Råndström P, Knutsson R, Wolffs P, Lövenklev M, Löfström C (2004) 
Pre-PCR processing, strategies to generate PCR-Compatible Samples. 
Molecular Biotechnology 26(2): 133-145.

9. Bik EM, Costello EK, Switzer A, Callahan BJ, Holmes SP, et al. (2016) 
Marine mammals harbor unique microbiotas shaped by and yet distinct 
from the sea. Nat Commun 7: 10516.

10. Dozako S, Taneya S, Kimura T, Ohmori T, Daikoku H, et al. (1983) Milk of 
Northern Fur Seal: Composition, Especially Carbohydrate and Protein. J 
Dairy Sci 66(10): 2076-2083.

11. Monteiro L, Bonnemaison D, Vekris A, Petry KG, Bonnet J, et al. (1997) 
Complex polysaccharides as PCR inhibitors in feces: Helicobacter pylori 
model. J Clin Microbiol 35(4): 995-998.

12. Shinozuka N, Lee C (1991) Aggregate formation of humic acid from 
marine sediments. Mar Chem 33(3): 229-241.

https://dx.doi.org/10.26717/BJSTR.2021.37.006014
https://biomedres.us/submit-manuscript.php
https://biomedres.us/
https://dx.doi.org/10.26717/BJSTR.2021.37.006014
https://pubmed.ncbi.nlm.nih.gov/31771236/
https://pubmed.ncbi.nlm.nih.gov/31771236/
https://plantmethods.biomedcentral.com/articles/10.1186/1746-4811-10-21
https://plantmethods.biomedcentral.com/articles/10.1186/1746-4811-10-21
https://plantmethods.biomedcentral.com/articles/10.1186/1746-4811-10-21
https://www.springer.com/gp/book/9781592593842
https://www.springer.com/gp/book/9781592593842
http://hpc.ilri.cgiar.org/beca/training/IMBB_2015/lectures/NanoDrop.pdf
http://hpc.ilri.cgiar.org/beca/training/IMBB_2015/lectures/NanoDrop.pdf
https://pubmed.ncbi.nlm.nih.gov/9758794/
https://pubmed.ncbi.nlm.nih.gov/9758794/
https://pubmed.ncbi.nlm.nih.gov/9758794/
https://pubmed.ncbi.nlm.nih.gov/22747964/
https://pubmed.ncbi.nlm.nih.gov/22747964/
https://pubmed.ncbi.nlm.nih.gov/22747964/
https://pubmed.ncbi.nlm.nih.gov/14764939/
https://pubmed.ncbi.nlm.nih.gov/14764939/
https://pubmed.ncbi.nlm.nih.gov/14764939/
https://www.sciencedirect.com/science/article/pii/S0022030283820530
https://www.sciencedirect.com/science/article/pii/S0022030283820530
https://www.sciencedirect.com/science/article/pii/S0022030283820530
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC229720/https:/www.ncbi.nlm.nih.gov/pmc/articles/PMC229720/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC229720/https:/www.ncbi.nlm.nih.gov/pmc/articles/PMC229720/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC229720/https:/www.ncbi.nlm.nih.gov/pmc/articles/PMC229720/
https://www.sciencedirect.com/science/article/abs/pii/0304420391900699
https://www.sciencedirect.com/science/article/abs/pii/0304420391900699

	_Hlk78037857

