Middle East J Rehabil Health Stud. 2018 April; 5(2):e63356.

doi: 10.5812/mejrh.63356.
Research Article

Published online 2018 April 16.

Optimized Storage Methods of RNA Extraction from Formalin Fixed
Paraffin Embedded Tissue
Mehdi Barati,1,2 Mahdieh Shokrollahi Barough,2,3 Fatemeh Pak,1 Vahid Semnani,4 Mehrnoosh
Pashaei,2 and Parviz Kokhaei2,5,*
1

Department of Immunology, Mashhad University of Medical Sciences, Mashhad, IR Iran
Cancer Research Center, Semnan University of Medical Sciences, Semnan, IR Iran
Immunology Research Center, Iran University of Medical Sciences, Tehran, IR Iran
4
Department of Pathology, Semnan University of Medical Sciences, Semnan, IR Iran
5
Department of Oncology-Pathology, Immune and Gene therapy Lab, Cancer Center Karolinska (CCK), Karolinska University Hospital Solna and Karolinska Institute,
Stockholm, Sweden
2
3

*

Corresponding author: Parviz Kokhaei, Department of Immunology, Semnan University of Medical Sciences, Semnan, IR Iran. Tel: +98-2333654362, Fax: +98-2333654177, E-mail:
p_kokha@yahoo.com

Received 2017 October 28; Revised 2018 January 31; Accepted 2018 February 17.

Abstract
Background: RNA extraction from Formalin Fixed Paraffin Embedded tissue (FFPE) provides valuable information. The main obstacle for pure RNA extraction from FFPE specimens is RNA degradation over time and low yield of RNA due to chemical processing.
In the present study, RNA extraction from FFPE specimens were optimized for storage time, proteinase K concentration, and tissue
size hemogenation.
Methods: To evaluate the effect of storage time on RNA extraction yield, total RNA from 78 FFPE breast tissue specimens (1 - 3 years
n = 52, and less than one year, n = 26) were extracted by High Pure Paraffin Kit (Roche). The effect of 2 different proteinase K on RNA
was evaluated by proteinase K, and the effect of homogenization was evaluated using 2 different section sizes (10 µm and 5X2 µm).
Extracted RNA was converted to cDNA. The SYBER Green Real time PCR was performed for quantitative analysis using ABI7900 Real
time PCR.
Results: The results indicated that FFPE storage time affected the yield of RNA extraction. The more the time of storage, the less RNA
could be obtained (r = -0.38, P = 0.01). Smaller tissue section size seems to increase the amount of efficient RNA extraction from FFPE,
probably through appropriate tissue lysis and more RNA release. According to the current study, proteinase K (Endopeptidase K)
from different companies also affected on the quality of RNA extracted from FFPE (P = 0.032).
Conclusion: Different optimization strategies enhance quality, purity, and quantity of RNA extracted from FFPE, which is critical in
gene expression studies, like qRT-PCR.
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1. Background
Gene expression investigations in human diseases provide useful diagnostic and prognostic approaches for
many disorders (1-3). Tissue specimens can be kept for a
long time after fixing in formalin and embedding in paraffin (FFPE). Nowadays, formaldehyde is used as a common
chemical tissue fixator, which is widely used due to low
cost and minimal changes in cell and tissue structure (4, 5).
To preserve the tissue structure during fixation in formalin, the tissues are embedded in paraffin. Currently, RNA
extraction from FFPE tissue specimen is one of the fundamental challenges in gene expression profile studies (6).
There is no gold standard as the most efficient method for
RNA extraction from FFPE specimens. Ten percent forma-

lin solution is routinely used to fix tissues in pathology
labs. Formaldehyde primarily reacts with the ε-amine-N
group of lysine protein residues, resulting in the formation of amino ethanol moieties, which in turn reacts less
with amide- and guanidyl-N groups. It modifies ring structures of Tyr, Trp, and His residues as well (7). The reaction
of formaldehyde with Nucleic Acids (NA) is known to involve exocyclic amino groups of A, C, and G residues (5, 8),
due to the effect of formaldehyde on adenine and other nucleic acid bases that methyl bridge produces. This avoids
complementary base pairing during analysis of molecular hybridization reactions. The histological cross-linking
between the nucleic acids and other macromolecules reduces the efficiency of RNA extraction (9). The aim of this
study was to evaluate factors, which can effect RNA extrac-
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tion yield from FFPE samples using High Pure Paraffin Kit
from Roche Company (10) to improve the RNA extraction
protocol.
This study examined the following objectives: 1) Effect
of specimen’s storage time on RNA recovery from FFPE samples; 2) Effect of tissue section size on RNA recovery from
FFPE specimens; and 3) Effect of proteinase K concentration
on extracted RNA quality from FFPE specimen.
2. Material and Methods
After Semnan University of Medical Sciences ethical
committee approval (ethic code: 598), tissue specimens
were obtained from 78 patient biopsies, which were stored
at the Pathology Lab (Kosar Hospital, Semnan, IRAN)
archive. Informed consent was given by all participants in
keeping with the Helsinki declaration (11). Pathologic specimens from breast cancer patients and normal tissue were
classified by a pathologist.
2.1. RNA Extraction
RNA extraction from FFPE was performed by a kit
from Roche Company (High Pure RNA Paraffin Kit # Lot:
03270289001, Basel, Switzerland). Paraffin removal and tissue slicing were performed in accordance with the proposed kit protocol: FFPE specimens were sectioned in 1x10
and 5x2 micrometer by microtome, collected in RNase free
tubes, and 800 micro liters of xylene was added to each
tube to remove the paraffin. In total, 400 micro liters
of absolute ethanol was added and centrifuged with 12
to 14×1000g the sediment, washed with 1 mL of absolute
ethanol, and incubated overnight for tissue breakdown
(recommended kit protocol) (10). Finally, RNA was eluted
from RNA extraction column by adding 50 mL of DEPC water.
2.2. Reverse Transcription (RT) Reaction
According to kit recommendations, 10 µL of total RNA,
which was extracted from FFPE specimens, was reverse
transcribed in a final volume of 20 µL, using all components from the RT kit (Revert Aid First Strand cDNA Synthesis Kit #K1622 Lot:00195472, Thermo Fisher Scientific,
Waltham, Massachusetts, USA). Extracted RNA was added
to 1 µL of oligo (dT) primer and 1 µL random hexamer
primer; final volume was adjusted to 12 µL with DEPC water, the incubation time was for 5 minutes at 65 °C. After incubation, 4 µL of RT buffer, 1 µL RiboLock RNase Inhibitor
(20 u/µL), and 2 µL 10 mM dNTP Mix and RevertAid H Minus M-MuLV Reverse Transcriptase (200 u/µL) was added
and incubated for 60 minutes at 42°C. Afterwards, the reaction was terminated by heating at 70°C for 5 minutes. All
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RT reactions were done in a PCR thermocycler (Eppendorf,
Hamburg, Germany) for 5 minutes at 65°C, 60 minutes at
42°C, and 5 minutes at 70°C following the manufacturer’s
recommendations. Finally, the cDNA was stored at -20°C.
2.3. Primers
Primers were designed with exon junction so that the
product length was approximately 161 bp and melting
temperature was adjusted between 60 and 63°C, and
GC count was between 40% and 70%. Primers were designed with primer 3 web software and primers were
blasted with Humosapian gene sequences from National Center for Biotechnology Information (NCBI)
GenBank database (www.ncbi.nlm.nih.govweb site).
Species homologies were checked in gene sequences from
Ensemble GenBank (http://www.ensembl.org/index).
Primer-dimers and primer secondary structures
were checked with the OligoCalculator web software
(http://www.basic.northwestern.edu/biotools/oligocalc).
Primer sequences are listed in Table 1.
Table 1. β -Actin Primers Sequence

Primers

β -actin sense
β -actin antisense
Product length

Sequence

Length

CGACAGGATGCAGAAGGAGA

20 bp

CGTCATACTCCTGCTTGCTG

20 bp

161 bp

Abbreviation: bp, base pair

2.4. Quantitative Real Time Polymerase Chain Reaction Assays
Quantitative PCR (QPCR) reactions were conducted
on ABI 7900 (7900HT Real-Time PCR System with 96-Well
Block Module, USA). Amplifications were performed with
SYBR Green QPCR Master kit (MicroAmplicon master green
high rox-Denmark-ID-No-5000840-1250). Reactions were
adjusted in a final volume of 20 µL with 1µL of cDNA and
0.5 µL of each primer 10 pM (Sense and Anti Sense) concentration. Amplifications were performed for conventional
PCR assays. A melting curve was included for all reactions
to confirm Tm of each amplicon. To check the formation of
primer-dimers or contamination, NTC (no-template control) was included in each assay. The PCR reactions were
performed on ABI 7900 Thermal Cycler. The PCR thermal
profile consisted of 2 minutes at 50°C, 10 minutes at 95°C,
followed by 50 cycles of (30 seconds at 94°C and 1 minute at
60°C). The PCR products were checked on 1.5% agarose gel
(Figure 1).
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Figure 1. A, Melting curve for β -actin PCR products. Curves showing positive real-time PCR amplification of the β -actin gene; B, Gel electrophoresis for PCR products. Amplification was detectable in the samples run in lanes 2 to 4, with product corresponding to a 161-bp band, Lane 1 was the 100-bp ladder, and lane 5 contained the non-template
control with DNase/RNase-free water.

2.5. SYBER Green PCR Reaction Efficiency
A serial dilution (10-fold) in 8 points was performed for
determining SYBER Green quantitative PCR reaction efficiency. Calibration curves were plotted for calculating efficiencies and correlation coefficients.
2.6. Effect of Specimen Storage Time on RNA Recovery
To investigate the effect of storage time on RNA extraction yield from formalin fix paraffin embedded tissues,
quantity and quality of total RNA was compared in samples
with a lifespan of 1 to 3 years, and a few days to 12 months.
Therefore, after cDNA preparation in all specimens with
the same condition, β -actin gene mRNA expression in all
samples (with the same amount of RNA-1000 ng) was compared in Real Time PCR by specific primers (Table 1) and Ct
(cycle threshold) value.
2.7. Optimization of Tissue Section Size
Different tissue section sizes may influence RNA extraction yield. Tissue sections with 10-micrometer thickness
versus 5 sections with 2-micrometer thickness were used
for RNA extraction (n = 10 samples were randomly selected
and RNA were extracted by 2 section size methods). Furthermore, 10 µL of total RNA (extracted by these 2 methods)
was converted to cDNA in the same condition and B-actin
Ct was used to evaluate RNA.
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2.8. Proteinase K Effect on RNA Extraction
To investigate the effect of proteinase K on RNA extraction yield, proteinase K from 2 different companies was
purchased and RNA was extracted with proteinase K from
Bioneer (8-11 Munpyeongseo-ro Daedeok-gu Korea, Republic of (South)) and Roche (Basel, Switzerland) Companies,
alone or together. RNA extraction without any proteinase
K, was also examined.
2.9. Gel Electrophoresis
The RNA extract was visualized by 1.5% agarose gel electrophoresis and stained with ethidium bromide and the
results were analyzed by the Uvtec instrument (House 36aCambridge, UK), Fire Reader XS, software (France).
2.10. Data Analysis
Data were analyzed and processed with the SPSS 16 software on a Windows operating system. Gene expression
level was compared using the Mann-Whitney U-test. A P
value of less than 0.05 was considered significant.

3. Results
3.1. The Effect of Storage Time on RNA Recovery
Comparing Ct value of β -actin genes in tissue samples with different lifespan indicated that old samples had
higher Ct values, which indicates less initial copy number
3

Barati M et al.

of β -actin mRNA. Using regression statistical analysis between age and Ct value, a positive correlation (0.38) between time and Ct values of β -actin RNA was obtained
meaning that RNA extraction yields will decrease with increasing storage time of tissue samples.

Figure 3. Effect of proteinase K on the quality of RNA

3.2. Optimization of Tissue Section Size
Comparing the amplification of β -actin gene, using
real-time PCR, for 2 methods of RNA extraction (1 × 10 micron slices and 5 × 2 microns), indicated that 2 sections
with small thickness of 5 µm versus one section with 10µm thickness had better results for RNA analysis from this
tissues, and increased the yield of RNA (Figure 2).
P = 0.032

Mean Ct (SEM)
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Lane 1, DNA ladder (100-1000bp); Lane 2, RNA extracted in the absence of proteinase
K; Lane 3, RNA extracted by proteinase K from Bioneer Company; Lane 4, RNA extracted by proteinase K from Roche Company; Lane 5, RNA extracted by proteinase
K from Bioneer and Roche Company together
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Figure 2. Comparison of the effect of two methods for tissue hemogenetion (2 µm
vs 10 µm section size) on RNA extraction yield using β -actin gene expression (n =
10). In the left column the mean CT for thin sections (2 µm) was 31 and in the right
column the mean CT for thick sections (10 µm) was 33.71. CT: cycle Threshold, N:
samples

3.3. Proteinase K Effect on RNA Extraction
Three separate experiments, 1) Proteinase K from Roche
alone, 2) together with Proteinase K from Bioneer, and 3)
no Proteinase K, were used for investigation of the effect of
Proteinase K on RNA degradation during RNA extraction,
and the results were compared (Figure 3). In electrophoresis samples with no Proteinase K, RNA was not found in 1.5%
agarose gel (lane 2). However, preparation with Proteinase
K (20 mg/mL) from Bioneer and Roche was used to show
28S RNA band and smear in the gel (lanes 2 and 3). Using
both Proteinase K from Roche (10 mg/mL) and Bioneer (10
mg/mL) together showed stronger 28S and 18S RNA band in
agarose gel electrophoresis (lane 5).
4. Discussion
Formalin-fixed paraffin embedded tissues are used for
pathologic diagnosis and are archived for a long period
4

of time. These samples could be used for molecular research and diagnostic purposes. However, this type of
preservation makes it difficult to perform molecular analysis on these type of samples due to nucleic acid modification by significant protein-protein and protein-nucleic
acid crosslinks, following formalin/paraformaldehyde fixation. The fixation process itself doesn’t cause nucleic
acid fragmentation (12, 13), instead, the embedding process, which requires high temperature and vacuum for the
paraffin penetrance to the tissue, may lead to chemical reactions, which subsequently modify RNA and DNA. These
modifications can cause fragmentation over time (14).
Investigation of gene expression profile can be performed by detecting specific RNA expression levels, using
a variety of methods, including microarray analysis, qPCR,
and southern blotting. mRNA comprises only of 1% to 3%
of total RNA, by a weak extracting method from FFPE samples, gene expression pattern is not readily detectable in
this sample even with the most sensitive methods. On the
other hand, ribosomal RNA makes up > 80% of total RNA
samples, with the majority comprised by the 28S and 18S
rRNA species (in mammalian cells).
In this study, the researchers sought to obtain a suitable protocol for RNA extraction FFPE tissue by using RNA
extraction kits from the Roche Company. The study compared the RNA extraction method proposed by Roche kit
with current conventional methods, such as tissue slices,
as well as the proteinase K.
Mark Abramowitz et al. in their study, indicated that
proteinase K could improve RNA extraction yield (15). In
this study, the researchers attempted to use a combination
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of 2 different types of proteinase K to investigate the effect of Proteinase K on RNA degradation during the RNA
extraction process. Comparing Intact RNA electrophoresis
on agarose gel indicated that 28S and 18S rRNA bands resolution was increased by adding proteinase K (eukaryotic
ribosomal RNA).
Commonly, 28S rRNA band should be about twice as
strong as the 18S rRNA band. This 2:1 ratio (28S:18S) shows
that the RNA is completely intact. RNA from FFPE samples
is usually more degraded than RNA from fresh tissues. Partially degraded RNA appears as smeared or does not exhibit
the 2:1 ratio of high quality RNA (16). The current results
showed that combination of 2 proteinase K increases the
yield and also reduces the degradation of RNA. Proteinase
K can improve the efficiency of RNA extraction by rapid
degradation of DNase and RNase released from the tissue
during the RNA extraction process (17).
This study also checked the effect of tissue storage time
on RNA extraction yield. In previous studies scientists
showed that formaldehyde crosslinks with amino groups
in nucleic acid bases and proteins in irreversible manner
does not degrade RNA (18). However, over time, the methylene bridges of formaldehyde with proteins and DNA will
increase. This does not effect the length of the extracted
RNA yet it has a negative effect on the performance of
reverse transcription enzyme, by disrupting base pairing
and the process of converting RNA to cDNA. To clarify this
effect, this study considered the β -actin gene amplification
in 78 formalin fixed tissue samples with a lifetime of 1 to
3 years and less than 12 months. B-actin mRNA quantification indicated that samples with less than 12 months had
a better quantity of mRNA than samples with 1 to 3 years
of lifespan. In a similar study in 2014, Soo Kyung et al. reported that long storage time limits the RNA extraction
yield (19). However, Kokkat et al. in their study in 2013
reported that long storage time had no effect on RNA extraction yield from lung, salivary glands, and thyroid tissues (20). The following recommendation should be considered if one wants to use FFPE specimens for gene expression analysis, in addition to histopathology: RNA should be
isolated within 1 year after embedding, i.e. before degradation during storage of FFPE samples and the application of
this sample should be limited (18).
Some kits use column filters to extract RNA. Enormous
amounts of tissue can close the pores of these filters, resulting failure to extract RNA. Also, to extract RNA from tissue,
it should be thoroughly homogenized to increase the efficiency of RNA extraction and prevent clogging of filters
(21). The remarkable finding of this study was that less time
of incubation for extracting RNA led to less tissue breakdown. By applying this effect, the efficiency of RNA extraction will increase.
Middle East J Rehabil Health Stud. 2018; 5(2):e63356.

In this study, the researchers tried to keep a constant
volume of tissue mass in accordance with the kit recommendations (10). It was attempted to provide more homogeneous tissue with smaller sections. The results indicated
that a smaller section size could improve extraction efficiency (Figure 2). According to this study, homogeneity of
paraffin samples as well as the use of proteinase K could increase the RNA extraction efficiency. In this study, FFPE was
used from breast tissue specimens and it was assumed that
similar results could be obtained from other tissue specimens.
Acknowledgments
This study was supported by a research grant from
Semnan University of Medical Sciences (Grant no, A-10-3450). The authors would also like to thank Professor Peter
Biberfeld from the Immunopathology Lab of Karolinska
University Hospital Solna of Stockholm for his constructive
comments and corrections on the manuscript.
References
1. Bohmann K, Hennig G, Rogel U, Poremba C, Mueller BM, Fritz
P. RNA extraction from archival formalin-fixed paraffin-embedded
tissue: a comparison of manual, semiautomated, and fully automated purification methods. Clin Chem. 2009;55(9):1719–27. doi:
10.1373/clinchem.2008.122572. [PubMed: 19617290].
2. Mies C. A simple, rapid method for isolating RNA from paraffinembedded tissues for reverse transcription-polymerase chain
reaction (RT-PCR). J Histochem Cytochem. 1994;42(6):811–3. doi:
10.1177/42.6.7514626. [PubMed: 7514626].
3. Pak F, Mwakigonja AR, Kokhaei P, Hosseinzadeh N, Pyakurel P, Kaaya
E. Kaposi’s sarcoma herpesvirus load in biopsies of cutaneous and
oral Kaposi’s sarcoma lesions. Eur J Cancer. 2007;43(12):1877–82. doi:
10.1016/j.ejca.2007.05.023. [PubMed: 17627810].
4. Matsuda Y, Fujii T, Suzuki T, Yamahatsu K, Kawahara K, Teduka K.
Comparison of fixation methods for preservation of morphology,
RNAs, and proteins from paraffin-embedded human cancer cellimplanted mouse models. J Histochem Cytochem. 2011;59(1):68–75. doi:
10.1369/jhc.2010.957217. [PubMed: 20940453].
5. Thavarajah R, Mudimbaimannar VK, Elizabeth J, Rao UK, Ranganathan K. Chemical and physical basics of routine formaldehyde
fixation. J Oral Maxillofac Pathol. 2012;16(3):400–5. doi: 10.4103/0973029X.102496. [PubMed: 23248474].
6. Patel PG, Selvarajah S, Guerard KP, Bartlett JMS, Lapointe J, Berman
DM. Reliability and performance of commercial RNA and DNA extraction kits for FFPE tissue cores. PLoS One. 2017;12(6). e0179732. doi:
10.1371/journal.pone.0179732. [PubMed: 28640876].
7. Fraenkel-Conrat H, Olcott HS. Reaction of formaldehyde with proteins; cross-linking of amino groups with phenol, imidazole, or indole groups. J Biol Chem. 1948;174(3):827–43. [PubMed: 18871242].
8. Chaw YF, Crane LE, Lange P, Shapiro R. Isolation and identification
of cross-links from formaldehyde-treated nucleic acids. Biochemistry.
1980;19(24):5525–31. [PubMed: 7459328].
9. Evers DL, Fowler CB, Cunningham BR, Mason JT, O’Leary TJ.
The effect of formaldehyde fixation on RNA: optimization of
formaldehyde adduct removal. J Mol Diagn. 2011;13(3):282–8. doi:
10.1016/j.jmoldx.2011.01.010. [PubMed: 21497290].

5

Barati M et al.

10. Penzberg RASA. High Pure RNA paraffin Kit. In: Roche, editor. Germany:
RNA extraction Kits; 2011.
11. Association WM. Declaration of Helsinki. Ethical Principl Med Res Involv
human Sub. 2009.
12. Emily Zeringer TB, Rick C. Faster Nucleic Acid Isolation From
FFPE Tissues. Applied Biosystems. 2014. Available from: http:

//www.lifetechnologies.com/ir/en/home/references/ambion-techsupport/rna-isolation/tech-notes/faster-nucleic-acid-isolationfrom-ffpe-tissues.html.
13. Russell JN, Clements JE, Gama L. Quantitation of gene expression
in formaldehyde-fixed and fluorescence-activated sorted cells. PLoS
One. 2013;8(9). e73849. doi: 10.1371/journal.pone.0073849. [PubMed:
24023909].
14. Mu Y, Zhou H, Li W, Hu L, Zhang Y. Evaluation of RNA quality in fixed
and unembedded mouse embryos by different methods. Exp Mol
Pathol. 2013;95(2):206–12. doi: 10.1016/j.yexmp.2013.07.005. [PubMed:
23895953].
15. Abramovitz M, Ordanic-Kodani M, Wang Y, Li Z, Catzavelos C, Bouzyk
M. Optimization of RNA extraction from FFPE tissues for expression profiling in the DASL assay. Biotechniques. 2008;44(3):417–23. doi:
10.2144/000112703. [PubMed: 18361796].
16. Ogura M, Agata Y, Watanabe K, McCormick RM, Hamaguchi Y, Aso
Y. RNA chip: quality assessment of RNA by microchannel linear
gel electrophoresis in injection-molded plastic chips. Clin Chem.

6

1998;44(11):2249–55. [PubMed: 9799750].
17. Egyhazi S, Bjohle J, Skoog L, Huang F, Borg AL, Frostvik Stolt M. Proteinase K added to the extraction procedure markedly increases RNA
yield from primary breast tumors for use in microarray studies. Clin
Chem. 2004;50(5):975–6. doi: 10.1373/clinchem.2003.027102. [PubMed:
15105365].
18. von Ahlfen S, Missel A, Bendrat K, Schlumpberger M. Determinants
of RNA quality from FFPE samples. PLoS One. 2007;2(12). e1261. doi:
10.1371/journal.pone.0001261. [PubMed: 18060057].
19. Nam SK, Im J, Kwak Y, Han N, Nam KH, Seo AN. Effects of fixation and
storage of human tissue samples on nucleic Acid preservation. Korean J Pathol. 2014;48(1):36–42. doi: 10.4132/KoreanJPathol.2014.48.1.36.
[PubMed: 24627693].
20. Kokkat TJ, Patel MS, McGarvey D, LiVolsi VA, Baloch ZW. Archived
formalin-fixed paraffin-embedded (FFPE) blocks: A valuable underexploited resource for extraction of DNA, RNA, and protein. Biopreserv Biobank. 2013;11(2):101–6. doi: 10.1089/bio.2012.0052. [PubMed:
24845430].
21. Ribeiro-Silva A, Zhang H, Jeffrey SS. RNA extraction from ten year
old formalin-fixed paraffin-embedded breast cancer samples: a comparison of column purification and magnetic bead-based technologies. BMC Mol Biol. 2007;8:118. doi: 10.1186/1471-2199-8-118. [PubMed:
18154675].

Middle East J Rehabil Health Stud. 2018; 5(2):e63356.

