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Identification of Reference Genes in 
Chicken Intraepithelial Lymphocyte 
Natural Killer Cells Infected with 
Very-virulent Infectious Bursal 
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Abdul Rahman Omar1 & Swee Keong Yeap1,3 ✉

Due to the limitations in the range of antibodies recognising avian viruses, quantitative real-time PCR 
(RT-qPCR) is still the most widely used method to evaluate the expression of immunologically related 
genes in avian viruses. The objective of this study was to identify suitable reference genes for mRNA 
expression analysis in chicken intraepithelial lymphocyte natural killer (IEL-NK) cells after infection 
with very-virulent infectious bursal disease virus (vvIBDV). Fifteen potential reference genes were 
selected based on the references available. The coefficient of variation percentage (CV%) and average 
count of these 15 genes were determined by NanoString technology for control and infected samples. 
The M and V values for shortlisted reference genes (ACTB, GAPDH, HMBS, HPRT1, SDHA, TUBB1 and 
YWHAZ) were calculated using geNorm and NormFinder. GAPDH, YWHAZ and HMBS were the most 
stably expressed genes. The expression levels of three innate immune response related target genes, 
CASP8, IL22 and TLR3, agreed in the NanoString and RNA sequencing (RNA-Seq) results using one or 
two reference genes for normalisation (not HMBS). In conclusion, GAPDH and YWHAZ could be used as 
reference genes for the normalisation of chicken IEL-NK cell gene responses to infection with vvIBDV.

Infectious bursal disease affects the poultry industry and has a significant impact on the economics of some 
countries1. It is important to understand the early immune response of chicken infected by vvIBDV, so that 
prevention steps can be taken to avoid the spread of the virus within the farm2. One of the approaches to under-
standing the innate immune response of the chicken towards vvIBDV is performing gene expression studies 
using the cost-effective RT-qPCR method. However, the reliability and accuracy of RT-qPCR results mainly 
depends on the reference genes used to normalise the expression level of the target gene3. Reference genes 
selected for expression studies are supposed to be constitutively expressed in specific tissues or cells. However, 
it has been found that expression level of some commonly used reference genes, such as beta actin (ACTB) or 
glyceraldehyde-3-phosphate dehydrogenase (GAPDH), can be altered in different types of biological samples and 
experimental conditions4. For example, there is of concern to molecular virologists because most viruses regulate 
key biological and molecular processes, which may change the expression of common reference genes. Different 
types of viruses manipulate different cellular transcription-related pathways, and the extent to which pathways are 
affected will be dependent on the infected cell type and virus strain. Thus, it is not possible to identify a reference 
gene that should be used for expression studies on all virus-infected cell types5.

One of the ways to overcome this problem is to assess the stability of candidate reference genes for specific 
biological samples or experimental conditions5. Some studies have been carried out to determine the best refer-
ence genes for chicken embryo cells infected by IBDV6, H5N1 avian influenza virus (AIV)7, Newcastle disease 
virus (NDV)5 and Avian leukosis virus subgroup J8. However, there is not a single reference gene that is stable 
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across different types of virus infection in the same cell type, i.e. chicken embryo cells in this case. Therefore, it is 
important to carry out an experiment to find out the best reference genes for chicken intraepithelial lymphocyte 
natural killer (IEL-NK) cells infected with vvIBDV strain UPM0081. The IEL-NK was classified as CD3-28.4+ 
cells because it can be isolated out by using CD3 and 28.4 markers according to the previous study9. There are 
many new technologies that can be used for expression studies, such as NanoString and RNA-Seq technology, 
which allow for the detection of the expression levels of a large number of genes in a single run. NanoString tech-
nology is similar with the microarray which relies on the hybridization of target on the probes whereby the probes 
target the gene of interest. As compared to NanoString, NGS has advantage on novel discovery as the whole tran-
scriptome can be sequenced and hypothesis free. NanoString and RNA-Seq have been used for reference gene 
selection in previous studies10–14. In this study, NanoString RNA-Seq and RT-qPCR were utilised to get a better 
view of the expression profile of reference genes and to identify the best reference genes.

Results
Chicken (4 weeks old) infected with 103 EID50 of vvIBDV strain UPM0081 survived until day 3 of the experi-
ment. Clinical signs including diarrhea, feather ruffling and loss of appetite were observed in the infected chicken 
starting 3 days post-infection (dpi). The IEL-NK cells were isolated from duodenum samples collected from unin-
fected chicken and chicken infected by vvIBDV at 1 and 3 dpi. The total number of IEL-NK cells is 19.48 million 
for control samples, 14.29 and 13.95 million cells for chicken infected for 1 day and 3 days. After the enrichment 
process using the CD3 and 28.4 markers, the percentage of CD3-28.4+ IEL-NK cells at 1 dpi and 3 dpi are higher 
than uninfected control group, which are 37.82% and 42.38% (Table 1).

Reporter Code Count (RCC) files were loaded into the nSolverTM Analysis Software version 4.0 for data qual-
ity checking, spike-in-control normalisation and reference gene normalisation. All the NanoString QC tests 
passed, which indicated there is no issue with the starting material and processing steps. Then, the raw data 
proceeded to gene expression analysis. The coefficient of variation percentage (CV%) and average counts were 
calculated for all the genes in the panel. The CV% and average count from NanoString for 15 reference genes are 
shown in Table 2. Among 15 candidate reference genes, YWHAZ had the lowest CV% of 27.68% and B2M had the 
highest CV% of 65.91%. For the average count number, ACTB had the highest expression level (96,218 counts), 
followed by UB (70,600 counts). Seven genes, i.e. ACTB, GAPDH, HMBS, HPRT1, SDHA, TUBB1 and YWHAZ 
fulfilled the requirements were selected for reference gene selection using the RT-qPCR approach.

Control Day 1 Day 3

Total no. of IEL cells/chicken 
(million) 19.48 ± 2.34 14.29 ± 2.84* 13.95 ± 3.38*

% of IEL-28.4+ cells 33.61 ± 2.23 37.82 ± 3.21* 42.38 ± 2.12*

Total no of IEL-28.4+ cells/chicken 
(million) 6.43 5.29* 5.86*

Table 1. Total IEL cells, percentage of IEL-28.4+ cells and total no of IEL-28.4+ cells. Results from three 
biological replicates (n = 3). One biological replicate of each sample consisted of IEL cells or IEL-28.4+ cells 
harvested from 8 chickens. Percentage of IEL-28.4+ cell population was quantified by flow cytometry while total 
number of IEL cells was counted post-harvesting of IEL cells. * indicates significant between different samples 
using one-way ANOVA (p < 0.05). The value was the means ± SEM of three experiments.

Gene Average count CV%

ACTB 96,218 31.04

ALB 19 36.63

B2M 15,986 65.91

G6PDH 688 42.00

GAPDH 16,943 38.22

HMBS 1,444 35.80

HPRT1 715 34.67

IFNA3 28 52.21

RPL4 15,044 44.96

RPL30 13,605 48.41

SDHA 4,325 31.65

TBP 350 41.40

TUBB1 1,998 38.27

UB 70,600 40.55

YWHAZ 4,085 27.68

Table 2. Average count and CV% from NanoString for 15 candidate reference genes. Results from three 
biological replicates (n = 3). One biological replicate of each sample consisted of IEL-28.4+ cells harvested from 
8 chickens.
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The efficiency of the seven primer pairs used for RT-qPCR were determined by generating a standard curve. 
The primer sequences, amplicon size and efficiency% are listed in Table 3. The stability of seven reference genes 
was determined with the analysis software geNorm and NormFinder. The geNorm and NormFinder results are 
summarised in Table 4. According to the geNorm results, all the references genes were considered stable as the M 
values were less than 1.5. The reference gene with lowest M value was GAPDH, followed by YWHAZ and HMBS. 
Meanwhile, there were two reference genes considered as stable genes based on the NormFinder results, which 
are HMBS and YWHAZ.

Three reference genes with the highest stability based on geNorm and NormFinder results, i.e. GAPDH, 
HMBS and YWHAZ, were selected to be used as reference genes for an expression study on three target genes 
related to the innate immune response (CASP8, IL22 and TLR3). These three genes were selected from a list of 
differentially expressed genes detected in RNA-Seq and NanoString studies (unpublished data). According to the 
RNA-Seq and NanoString results (Table 5), these three target genes were differentially up-regulated at 3 days post 
infection (dpi) (fold change > 1.5 and P-value < 0.05) in chicken CD3-28.4+IEL-NK cells infected with vvIBDV. 
The fold changes in the target genes normalised with different combinations of reference genes are summarised 
in Fig. 1. The fold change value in Figure 1 was summarized in supplementary file 1, 2 and 3. 

In general, the expression levels of the three target genes based on RT-qPCR are in agreement with the expres-
sion levels from NanoString and RNA-Seq, which were up-regulated with a fold change greater than 1.5. The fold 
changes of CASP8, IL22 and TLR3 were higher than 1.5 when normalised with GAPDH and YWHAZ, but the fold 
change in CASP8 was 1.2 when HMBS was used for the normalisation of expression data. When two reference 
genes were used for RT-qPCR data normalisation, all the target genes showed a fold change of more than 1.5, 
which indicated that the expression data were more reliable when more reference genes were used for RT-qPCR 
data normalisation. The reference gene combination of GAPDH and YWHAZ showed the lowest mean M value 

Symbol Forward primer (5’ to 3’) Reverse primer (5′ to 3′)
Amplicon 
size (bp)

RT-qPCR 
Efficiency 
(%)

Reference genes

ACTB GCTACAGCTTCACCACCACA TCTCCTGCTCGAAATCCAGT 90 106.8

GAPDH GCAGATGCAGGTGCTGAGTA GACACCCATCACAAACATGG 144 102.2

HMBS GACTGACAGCGTGGTTGAGA CCAGCTCTTTGGTGAAGAGG 143 102.7

HPRT1 AAGTGGCCAGTTTGTTGGTC GTAGTCGAGGGCGTATCCAA 110 95.8

SDHA TTCCCGTTTTGCCTACGGTG CTGCCTCGCCACAAGCATAT 126 101.8

TUBB1 CCGCATCAGCGTCTACTACA GTCTGAAGATCTGCCCGAAG 125 102.9

YWHAZ TTCTTGATCCCCAATGCTTC TTGTCATCTCCAGCAGCAAC 104 97.1

Target genes

CASP8 GGTGAGCAGCAAGATTGACA CTGCCTCTGCTCCCATTTAG 110 102.2

IL22 CAGGAATCGCACCTACACCT CGGTTGTTCTCCCTGATGTT 108 107.2

TLR3 CCCTGATGGAGTGTTTGCTT CCAGGGTTTTGAAAGGATCA 95 116.9

Table 3. Primer sequences for target and reference genes used for RT-qPCR.

Reference genes geNorm (M value) NormFinder (V value)

YWHAZ 0.62 0.14

ACTB 0.96 0.57

SDHA 0.66 0.33

HPRT1 0.78 0.46

HMBS 0.65 0.08

GAPDH 0.58 0.17

TUBB1 1.1 0.7

Table 4. Stability value of seven candidate reference genes based on result from geNorm and NormFinder. 
Results from three biological replicates (n = 3). One biological replicate of each sample consisted of IEL-28.4+ 
cells harvested from 8 chickens.

Genes Description

RNA-Seq NanoString

Fold change P-value Fold Change P-value

CASP8 Caspase 8 1.74 0.008 2.08 0.000

IL22 interleukin 22 3.79 0.009 3.21 0.002

TLR3 toll like receptor 3 2.22 0.020 2.57 0.001

Table 5. Fold change and P-value for target genes (CASP8, IL22, TLR3) based on the results from RNA-Seq and 
NanoString. Results from three biological replicates (n = 3). One biological replicate of each sample consisted of 
IEL-28.4+ cells harvested from 8 chickens. *The control samples were compared with 3 dpi samples.
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of 0.32 and CV% of 0.11 (Table 6), so this combination of reference genes will be used for RT-qPCR result nor-
malisation in future studies. 

Discussion
Many studies have been carried out to determine the best reference genes, which are constitutively expressed in 
different cell types or under different environmental conditions. The most common methods used to identify 
the best reference genes is through RT-qPCR, followed by stability analysis using software such as geNorm and 
NormFinder. As newly available technologies such as NanoString and next generation sequencing (NGS) become 
more affordable, more studies will be conducted to screen for the stability of a larger number of reference genes 
within a short period of time. In this study, NanoString technology was utilised to check the stability of 15 can-
didate reference genes. According to a previous study10, the NanoString method is more accurate than RT-qPCR 
due to fewer sample handling steps, no sample amplification steps and the direct measurement of target mole-
cules, thus avoiding any bias. In this study, the CV% were positively correlated with the M and V values generated 
from geNorm and NormFinder software, which indicates that the NanoString CV% can be used as the initial 
stability screening for a large number of reference genes.

Viruses are obligate parasites that replicate inside cells and use various strategies to induce cell transformation, 
apoptosis and cell death by manipulating gene expression on different scales. Thus, the expression of common 
RT-qPCR reference genes in virus infected chicken cells is unstable, but this depends on the virus strain and 
host cell type8. Some studies have been carried out to identify the best reference genes to be used in chicken cell 
types infected by different types of viruses such as H5N1 AIV15, Newcastle disease virus16, avian leukosis virus 
subgroup J8 and IBDV6. Based on the results of existing studies, there are no reference genes with stable gene 
expression in chicken embryo fibroblasts infected with different viruses; thus, it is recommended to determine 
the best reference genes when dealing with different types or strains of virus.

In the present study, GAPDH and YWHAZ were found to be the most stable reference genes for the RT-qPCR 
assay in chicken IEL-NK cells infected with vvIBDV. YWHAZ has been being reported as one of the best refer-
ence genes in chicken embryo fibroblast cells infected by H5N1 AIV7. In that study, there were 11 reference genes 
(ALB, B2M, GAPDH, HRPT1, RPL30, RPL4, SDHA, TBP, TUBB, YWHAZ and ACTB) examined, and the geNorm 

Figure 1. Comparison of RNA-Seq and NanoString results for target genes with RT-qPCR results using 
different combinations of reference genes. All these differential expression results were generated by comparing 
chicken IEL-NK cells infected with vvIBDV at 3 days post-infection with cells from uninfected chickens. Results 
from three biological replicates (n = 3). One biological replicate of each sample consisted of IEL-28.4+ cells 
harvested from 8 chickens.

Mean M value Coefficient Variance (CV)

GAPDH and HMBS 0.55 0.19

GAPDH and YWHAZ 0.32 0.11

HMBS and YWHAZ 0.48 0.17

Table 6. Mean M value and CV for different combination of reference genes used for target gene normalization. 
Results from three biological replicates (n = 3). One biological replicate of each sample consisted of IEL-28.4+ 
cells harvested from 8 chickens.
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results showed that RPL4 and YWHAZ were the most stable reference genes to be used for chicken cells infected 
with H5N1 AIV.

Other than the unstable expression caused by virus infection, the normalisation of gene expression data in 
lymphocytes such as IEL-NK cells is very challenging because the activation of lymphocytes completely changes 
the metabolism of these cells and affects processes such as cell proliferation, differentiation, and the secretion 
of cytokines; infection can also lead to the expression of new surface antigens on lymphocytes. Several studies 
on lymphocytes in human and mouse showed that commonly used reference genes have variable gene expres-
sion. Bas and coworkers17 found that the expression of two commonly used reference genes, ACTB and GAPDH, 
increased upon human T cell activation. Other than human T lymphocytes, a study carried out on macrophages 
differentiated from primary mouse bone marrow monocytes also showed that two common reference genes, 18S 
rRNA and GAPDH, showed variable gene expression, whereas HMBS and B2M were the most stable genes18. 
Another study carried out by the Dheda team found that, in peripheral blood mononuclear cell (PBMC) cultures 
stimulated with tuberculosis antigen, the most stable genes were HuPO and HPRT whereas GAPDH, B2M, ACTB 
and EIF-1-α (elongation factor 1-α)4 were less stable genes.

In our studies, geNorm and NormFinder classified ACTB as less stable reference gene, but GAPDH was one of 
the most stable reference genes. Although many studies have shown that GAPDH has variable gene expression in 
lymphocytes, another study conducted by Kaszubowska and colleagues19 showed that GAPDH is one of the best 
reference genes for human NK-92 cell lines stimulated with IL-2 or TNF for 2, 24 or 72 hours. Thus, GAPDH and 
YWHAZ could be used as reference genes for the normalisation of chicken IEL-NK cell gene response following 
infection with vvIBDV, whereas the commonly used ACTB is unsuitable to be used as a reference gene in IEL-NK 
cells infected with vvIBDV.

It is important to validate the shortlisted reference genes by analysing the expression profile of two or three 
target genes with known expression levels. In this study, CASP8, IL22 and TLR3 were chosen to be used as target 
genes to assess the performance of the shortlisted reference genes, because these three genes play important roles 
in the innate immune response against virus infection. CASP8 induces inflammation and apoptosis after infec-
tion by a virus20. One study has shown that the expression level of CASP8 was increased at 24, 48 and 72 hours 
post-infection by IBDV, using GAPDH as the reference gene21. The RNA-Seq and NanoString results (unpub-
lished) showed that the expression of CASP8 was significantly up-regulated at 3 dpi, a similar finding to previous 
studies. Additionally, CASP8 was up-regulated when GAPDH and YWHAZ were used to normalise the RT-qPCR 
results, which showed that these two genes are appropriate as reference genes.

IL-22 has been found to regulate mucosal epithelial function by maintaining barrier integrity and protecting 
from bacterial and virus infection in the gut and lung22–24. One study has shown that IL-22 is up-regulated in 
human hepatoma cell lines after infection by hepatitis C virus25. In this study, IL-22 was up-regulated at 3 dpi 
based on NanoString, RNA-Seq as well as RT-qPCR results normalised with three shortlisted reference genes. The 
expression of TLR3 was detected in immune cells such as dendritic cells, macrophages and fibroblasts for dsRNA 
virus recognition. It induces the production of interferon and initiates signalling pathways, such as the NFκB and 
the MAPK cascades, which result in the expression of pro-inflammatory mediators after virus infection26. TLR3 
is upregulated in most studies related to IBDV27,28. In the present study, TLR3 was up-regulated according to the 
RNA-Seq, NanoString and RT-qPCR results at 3 dpi; the upregulation of this gene induces the production of 
cytokines and interferons for protection against vvIBDV.

According to the expression profile of these three target genes, it showed that the innate immune system of the 
infected chicken was activated and start to fight against the virus by triggering several pathways such as apoptosis, 
toll like receptor and cytokine-cytokine receptor pathway. According to the study conducted by our previous 
study9, the expression of B-Lec, one of the activator receptor on the NK cells was up-regulated at 2 and 3 dpi after 
infected by vvIBDV which indicated the NK cell was activated. This concordance with the finding in this study 
which three genes related to innate immune response were activated at 3 dpi.

On the other hand, it is suggested to have more than one reference gene being used for the normalization step 
for RT-qPCR result. In some of our previous studies9,29,30, one reference gene was being used as the reference gene 
for RT-qPCR data analysis which is GAPDH. This is because GAPDH is known to be a stable reference in some 
of the chicken related research31–33. However, the Fig. 1 in this study showed that CASP8, IL22 and TLR3 have 
the highest expression level when the GAPDH was used as reference genes which indicated that it is possible the 
expression level of target gene might be overestimated when GAPDH was being used for normalization purpose.

This is the first study to identify the best reference genes for expression studies in chicken IEL-NK cells 
infected with vvIBDV. The combination of GAPDH and YWHAZ was the best for normalisation as it provided 
an accurate expression level for the target genes and showed high stability based on the CV%, M and V values.

Materials and Methods
Ethical considerations. Based on the reference number of UPM/IACUC/AUP-R051/2014, all animal 
experiments were approved by local animal care authority and pathogenicity study by the Institutional Animal 
Care and Use Committee (IACUC), Faculty of Veterinary Medicine, UPM following ethical guidelines for the 
care and use of lab animals by the committee.

Chickens and viruses. Nine-day-old SPF embryonated chicken eggs were purchased from Veterinary 
Research Institute, Ipoh, Perak and incubated under sterile conditions at Laboratory of Vaccines and 
Immunotherapeutics, Institute of Bioscience (IBS), Universiti Putra Malaysia (UPM). Once hatched, the chick-
ens were transferred to the biosafety level-2 (BSL-2) animal house facility where they were fed with pelleted feed 
and supplied with water ad libitum. The vvIBDV strain UPM0081 was kindly provided by Prof Dr. Abdul Rahman 
Omar from IBS, UPM, Malaysia.
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Seventy-two SPF chickens at 4 weeks of age were randomly divided into three groups (i.e. 24 chickens in 
each group); control group (without viral infection/healthy group); chicken infected with vvIBDV for 1 day; and 
chicken infected with vvIBDV for 3 days. Chickens from the infection groups were challenged with the vvIBDV 
strain UPM0081 stock at a dosage of 103 EID50 in a volume of 0.1 ml through eye-nose drops. The chickens of 
the control group were treated with 1× phosphate-buffered saline (PBS), pH 7.4. All of the chickens were housed 
under 12-hours dark-light cycle and sterilised tap water and standard pellet-diet were provided throughout the 
study. At 1 and 3 dpi, 24 chickens of each group were randomly selected and killed under anaesthesia using car-
bon dioxide for duodenum collection. The duodenal loops were harvested and submerged in sterile-cold Roswell 
Park Memorial Institute (RPMI) 1640 medium (R6504, Sigma, USA) before IEL isolation was carried out.

CD3−28.4+IEL-NK cell isolation. The isolation of IEL-NK cells from duodenum was carried out as 
described by Jahromi9. About 2 × 108 isolated IEL cells were resuspended in 100 ul PBS-BSA-EDTA buffer and 
10 μl of CD3 Phycoerythrin (PE) mAb (8200-09, Southern Biotech, USA) was added. The CD3- cells that passed 
through the MACS BS column were collected and then labelled with 28.4 mAb (a kind gift by Prof. Thomas 
Göbel, Germany). The purity and quantity of the CD3-28.4+ IEL-NK cells were measured using a flow cytometer 
(BD FACSCalibur, San Jose, CA). All CD3-28.4+ IEL-NK cells obtained from eight chickens were pooled together 
as one biological replicate, giving a total of three biological replicates per group.

RNA extraction and mRNA isolation. Total RNA was extracted from IEL-NK cells using the Trizol 
method following the manufacturer’s instructions and checked for RNA integrity number to inspect RNA integ-
rity by an Agilent 2100 Bioanalyzer (Agilent technologies, Santa Clara, CA, US). The mRNA was isolated from 
total RNA using the NEBNext Poly(A) mRNA Magnetic Isolation Module (E7490S, NEB, USA) following the 
manufacturer’s instructions. The mRNA samples were used for NanoString, RNA-Seq and lastly for RT-qPCR 
assay.

NanoString® nCounter assay. Fifteen potential reference genes were selected based on existing stud-
ies6–8,15,16,34–36. The list of reference genes is listed in Table 7. NanoString nCounter Elements probes for 15 
reference genes were designed by the NanoString Bioinformatics team and synthesised by Integrated DNA 
Technologies (IDT) in Singapore. Triplicate total RNA samples extracted from uninfected chickens, chickens 
infected by vvIBDV for 1 and 3 days were being used for the NanoString assay. Briefly, a total of 200 ng of mRNA 
was used for NanoString assay. Samples were incubated for 16 to 21 hours at 67 °C as stated in the manufacturer’s 
protocol to ensure hybridisation with capture probes and reporter. After the hybridisation step, the samples were 
processed inside the Prep Station (NanoString Technologies, Seattle, WA) and counted in the Digital Analyser 
(NanoString Technologies, Seattle, WA). Reporter Code Counts (RCC) files were generated by the Digital 
Analyser system and loaded to the nSolverTM Analysis Software version 4.0 (NanoString Technologies, Seattle, 
WA) for data quality checking, spike-in-control normalisation and reference gene normalisation. Furthermore, 
the percentage of CV for each reference gene was calculated.

RNA-Seq. The library preparation was conducted using ScriptSeq v2 library prep kit (SSV21106, Epicentre, 
USA) by following the manufacturer’s instruction with modifications. At least 50 ng of mRNA was used for library 
preparation. The quality and quantity of the final library were checked using the Qubit, qPCR and the bioana-
lyser. The final libraries were loaded into the cBot system (Illumina, San Diego, USA) for cluster generation and 
followed by sequencing (2 ×101 cycles) in the HiSeq. 2500 (Illumina, San Diego, USA) according to standard 

Symbol Gene name Accession number
Targeted 
position

ACTB Beta-actin NM_205518.1 1172-1271

ALB Albumin NM_205261.2 1049-1148

B2M Beta-2-microglobulin NM_001001750.1 116-215

G6PDH glucose-6-phosphate dehydrogenase AI981686.1 153-252

GAPDH Glyceraldehyde-3-phosphate dehydrogenase NM_204305.1 186-285

HMBS Hydroxymethylbilane synthase XM_417846.2 776-875

HPRT1 Hypoxanthine phosphorribosyltransferase 1 NM_204848.1 486-585

IFNA3 Interferon alpha 3 NM_205427.1 207-306

RPL4 Ribosomal protein L4 NM_001007479.1 971-1070

RPL30 Ribosomal protein L30 NM_001007967.1 147-246

SDHA Succinate dehydrogenase complex, subunit A NM_001277398.1 900-999

TBP TATA box binding protein NM_205103.1 1015-1114

TUBB1 Beta-tubulin class I NM_205315.1 1859-1958

UB ubiquitin M11100.1 444-543

YWHAZ
Tyrosine 3-monooxygenase/tryptophan 
5-monooxygenase activation protein, zeta 
polypeptide

NM_001031343.1 1175-1274

Table 7. List of reference genes being tested in NanoString.
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protocols. The data for each sample was not less than 25 million reads and the percentage of Q30 is more than 
90%. After the sequencing was completed, the obtained bcl files were transformed into fastq files using bcl2fastq 
software. FastQC was used to check the quality of the reads and adapter dimer contamination. The raw reads 
were loaded into the CLC Genomics Workbench and cleaned to remove the low-quality reads, including adapter 
sequences shorter than 50 nt with Q < 30 at the 3′ end. The clean reads were mapped to the chicken genome 
(galGal4, Ensembl release 85). The differentially expressed (DE) genes were identified with fold changes ≥2 and 
FDR corrected P-value <0.05. The raw sequencing data and processed data files have been deposited in the Gene 
Expression Omnibus (GEO) at the NCBI under accession number of GSE123920.

cDNA synthesis. mRNA was reverse transcribed into cDNA using NEXscriptTM cDNA synthesis kit 
(NexQ-R50, NEXTM Diagnostics, Korea). Briefly, 1 μl of 50 μM Oligo dT and 100 ng of mRNA were added 
together and the volume was topped up to 10 μl. The mixture was kept for 5 mins at 65 °C and immediately 
chilled on ice. After that, the template RNA and primer mix were added with 4 μl of 5x reaction buffer, 1 μl of 
RTase enzyme (200 U/μl) (NexQ-R50, NEXTM Diagnostics, Korea) and 1 μl of 2.5 mM dNTP (NexQ-R50, NEXTM 
Diagnostics, Korea). The total volume was adjusted to 20 μl using nuclease-free water. The mixture was placed in 
a thermocycler at 50 °C for 60 mins for cDNA synthesis and followed by 95 °C for 5 mins in order to inactivate the 
reverse transcriptase enzyme. The final cDNA product was used for the RT-qPCR run.

RT-qPCR and data analysis. Based on the NanoString results, reference genes with CV% less than 40% 
and average counts more than 500 were selected to proceed for the RT-qPCR. A previous study32 found that genes 
with a low expression level will not be chosen as candidate reference genes because of low amplification efficiency 
and accuracy. Therefore, we excluded genes with low average counts for further stability analysis. RT-qPCR was 
carried out on a BioRad CFX96 Real Time PCR System (BioRad Laboratories, Hercules, CA) using a QuantiNova 
SYBR Green PCR kit (208056, Qiagen, Hilden, Germany). RT-qPCR was carried out in a total reaction volume 
of 20 μl containing a final concentration of 1x QuantiNova SYBR Green PCR Master Mix, 50 nM of each forward 
and reverse primer and 1 µl of cDNA. Thermal cycling conditions were designed as follows: initial denaturation at 
95 °C for 2 mins, followed by 40 cycles of 95 °C for 5 seconds and 60 °C for 10 seconds. A non-reverse transcriptase 
control (NRT) control in triplicate were included in each RT-qPCR run.

The stability of each of the reference genes was analysed using NormFinder37 and geNorm38 analysis tools, 
which were also able to rank reference genes based on their expression stability value (M value) and pairwise 
variation value (V value), respectively. The cut-off M value of 1.5 and V value of 0.15 was applied to geNorm and 
NormFinder separately37,38. A M value generated by geNorm less than 1.5 is considered as stable, whereas a ref-
erence gene with a V value lesser than 0.15 with NormFinder is considered stable. The M value and CV% of the 
combinations of two reference genes were calculated from BioRad CFX manager v3.039. The expression level of 
three target genes, i.e. CASP8, IL22 and TLR3, were examined using the three reference genes with the lowest M 
and V values for normalisation purposes.

Data availability
The authors declare that all the data in this manuscript are available.

Received: 21 October 2019; Accepted: 5 May 2020;
Published: xx xx xxxx

References
 1. Berg, T. P. V. D. Acute infectious bursal disease in poultry: a review. Avian pathol. 29(3), 175–194 (2000).
 2. Smith, J., Sadeyen, J. R., Butter, C., Kaiser, P. & Burt, D. W. Analysis of the early immune response to infection by infectious bursal 

disease virus in chickens differing in their resistance to the disease. J. virol. 89(5), 2469–2482 (2015).
 3. Radonić, A. et al. Guideline to reference gene selection for quantitative real-time PCR. Biochem. Biophys. Res. Commun. 313(4), 

856–862 (2004).
 4. Dheda, K. et al. Validation of housekeeping genes for normalizing RNA expression in real-time PCR. Biotechniques 37(1), 112–119 

(2004).
 5. Watson, S. et al. Determination of suitable housekeeping genes for normalisation of quantitative real time PCR analysis of cells 

infected with human immunodeficiency virus and herpes viruses. Virol. J. 4(1), 130 (2007).
 6. Li, Y. P., Bang, D. D., Handberg, K. J., Jorgensen, P. H. & Zhang, M. F. Evaluation of the suitability of six host genes as internal control 

in real-time RT-PCR assays in chicken embryo cell cultures infected with infectious bursal disease virus. Vet. Microbiol. 110(3-4), 
155–165 (2005).

 7. Yue, H., Lei, X. W., Yang, F. L., Li, M. Y. & Tang, C. Reference gene selection for normalization of PCR analysis in chicken embryo 
fibroblast infected with H5N1 AIV. Virol. Sin 25(6), 425–431 (2010).

 8. Yang, F., Lei, X., Rodriguez-Palacios, A., Tang, C. & Yue, H. Selection of reference genes for quantitative real-time PCR analysis in 
chicken embryo fibroblasts infected with avian leukosis virus subgroup J. BMC Res. Notes 6(1), 402 (2013).

 9. Jahromi, M. Z. et al. Differential activation of intraepithelial lymphocyte-natural killer cells in chickens infected with very virulent 
and vaccine strains of infectious bursal disease virus. Dev Comp Immunol 87, 116–123 (2018).

 10. Bentley-Hewitt, K. L. et al. Comparison of quantitative real-time polymerase chain reaction with NanoString® methodology using 
adipose and liver tissues from rats fed seaweed. New Biotechnol 33(3), 380–386 (2016).

 11. Brenndörfer, M. & Boshart, M. Selection of reference genes for mRNA quantification in Trypanosoma brucei. Mol. Biochem. 
Parasitol. 172(1), 52–55 (2010).

 12. González-Agüero, M. et al. Identification of two putative reference genes from grapevine suitable for gene expression analysis in 
berry and related tissues derived from RNA-Seq data. BMC genomics 14(1), 878 (2013).

 13. Pombo, M. A., Zheng, Y., Fei, Z., Martin, G. B. & Rosli, H. G. Use of RNA-seq data to identify and validate RT-qPCR reference genes 
for studying the tomato-Pseudomonas pathosystem. Scientific reports 7, 44905 (2017).

 14. Radke, L. et al. Reference gene stability in peripheral blood mononuclear cells determined by qPCR and NanoString. Microchim. 
Acta. 181(13–14), 1733–1742 (2014).

https://doi.org/10.1038/s41598-020-65474-3


8Scientific RepoRtS |         (2020) 10:8561  | https://doi.org/10.1038/s41598-020-65474-3

www.nature.com/scientificreportswww.nature.com/scientificreports/

 15. De Boever, S., Vangestel, C., De Backer, P., Croubels, S. & Sys, S. U. Identification and validation of housekeeping genes as internal 
control for gene expression in an intravenous LPS inflammation model in chickens. Vet. Immunol. Immunopathol. 122(3-4), 
312–317 (2008).

 16. Yin et al. Systematic selection of housekeeping genes for gene expression normalization in chicken embryo fibroblasts infected with 
Newcastle disease virus. Biochem. Biophys. Res. Commun. 413(4), 537–540 (2011).

 17. Bas, A., Forsberg, G., Hammarström, S. & Hammarström, M. L. Utility of the housekeeping genes 18S rRNA, β‐actin and 
glyceraldehyde‐3‐phosphate‐dehydrogenase for normalization in real‐time quantitative reverse transcriptase‐polymerase chain 
reaction analysis of gene expression in human T lymphocytes. Scand. J. Immunol. 59(6), 566–573 (2004).

 18. Stephens, A. S., Stephens, S. R. & Morrison, N. A. Internal control genes for quantitative RT-PCR expression analysis in mouse 
osteoblasts, osteoclasts and macrophages. BMC Res. Notes 4(1), 410 (2011).

 19. Kaszubowska, L. et al. Optimal reference genes for qPCR in resting and activated human NK cells—Flow cytometric data correspond 
to qPCR gene expression analysis. J. Immunol. Methods. 422, 125–129 (2015).

 20. Mocarski, E. S., Upton, J. W. & Kaiser, W. J. Viral infection and the evolution of caspase 8-regulated apoptotic and necrotic death 
pathways. Nat. Rev. Immunol. 12(2), 79 (2012).

 21. ACa, Vasconcelos, JJa Batista, L. Moro, and ASb Martins. Expression of VP2, Caspase 3 and Caspase 8 genes in IBDV infected 
chicks. In Western Poultry Disease Conference. (2006).

 22. Aujla, S. J. et al. IL-22 mediates mucosal host defense against Gram-negative bacterial pneumonia. Nat. med 14(3), 275 (2008).
 23. Zheng, Y. et al. Interleukin-22 mediates early host defense against attaching and effacing bacterial pathogens. Nat. med 14(3), 282 

(2008).
 24. Guo, H. & Topham, D. J. Interleukin-22 (IL-22) production by pulmonary Natural Killer cells and the potential role of IL-22 during 

primary influenza virus infection. J. Virol 84(15), 7750–7759 (2010).
 25. Dambacher, J. et al. The role of interleukin-22 in hepatitis C virus infection. Cytokine. 41(3), 209–216 (2008).
 26. Broom, L. J. & Kogut, M. H. Inflammation: friend or foe for animal production? Poult. sci. 97(2), 510–514 (2017).
 27. Ou, C. et al. Transcription profiles of the responses of chicken bursae of Fabricius to IBDV in different timing phases. Virol j. 14(1), 

93 (2017).
 28. Farhanah, M. I. et al. Bursal immunopathology responses of specific-pathogen-free chickens and red jungle fowl infected with very 

virulent infectious bursal disease virus. Arch. Virol. 163(8), 2085–2097 (2018).
 29. Rasoli, M. et al. Differential modulation of immune response and cytokine profiles in the bursae and spleen of chickens infected with 

very virulent infectious bursal disease virus. BMC Vet. Res. 11(1), 75 (2015).
 30. Rasoli, M. et al. Alteration in lymphocyte responses, cytokine and chemokine profiles in chickens infected with genotype VII and 

VIII velogenic Newcastle disease virus. Comp. Immunol. Microbiol. Infect. Dis. 37(1), 11–21 (2014).
 31. Liu, H., Zhang, M., Han, H., Yuan, J. & Li, Z. Comparison of the expression of cytokine genes in the bursal tissues of the chickens 

following challenge with infectious bursal disease viruses of varying virulence. Virol. J. 7(1), 364 (2010).
 32. Borowska, D., Rothwell, L., Bailey, R. A., Watson, K. & Kaiser, P. Identification of stable reference genes for quantitative PCR in cells 

derived from chicken lymphoid organs. Vet. Immunol. Immunopathol. 170, 20–24 (2016).
 33. Borowska, D., et al Highly multiplexed quantitative PCR-based platform for evaluation of chicken immune responses. PLoS One. 

14(12) (2019).
 34. Bagés, S., Estany, J., Tor, M. & Pena, R. N. Investigating reference genes for quantitative real-time PCR analysis across four chicken 

tissues. Gene. 561(1), 82–87 (2015).
 35. Olias, P., Adam, I., Meyer, A., Scharff, C. & Gruber, A. D. Reference genes for quantitative gene expression studies in multiple avian 

species. PloS one. 9(6), e99678 (2014).
 36. Zhan, A., Huang, X. & Li, S. Genome-wide identification and evaluation of new reference genes for gene expression analysis under 

temperature and salinity stresses in Ciona savignyi. Front. Genet 10, 71 (2019).
 37. Andersen, C. L., Jensen, J. L. & Ørntoft, T. F. Normalization of real-time quantitative reverse transcription-PCR data: a model-based 

variance estimation approach to identify genes suited for normalization, applied to bladder and colon cancer data sets. Cancer Res. 
64(15), 5245–5250 (2004).

 38. Vandesompele, J. et al. Accurate normalization of real-time quantitative RT-PCR data by geometric averaging of multiple internal 
control genes. Genome Biol. 3(7), research0034-1 (2002).

 39. Hellemans, J., Mortier, G., De Paepe, A., Speleman, F. & Vandesompele, J. qBase relative quantification framework and software for 
management and automated analysis of real-time quantitative PCR data. Genome biology. 8(2), R19 (2007).

Acknowledgements
Authors wish to acknowledge Ministry of Science and Technology, Malaysia (e-Science fund, grant no: 02-01-
04-SF1922), Universiti Putra Malaysia (Putra Grant GP-IPB; vote no: 9425702) and Xiamen University Malaysia 
(Xiamen University Malaysia Research Fund; Grant no. XMUMRF/2018-C1/ICAM/0002) for funded this work.

Author contributions
Conceptualization and investigation, B.S.Y. and Y.S.K.; writing – original draft preparation, B.S.Y; writing – 
review and editing, Y.S.K. and T.S.W.; supervision, Y.S.K., T.S.W., H.C.L., N.B.A. and A.R.O.; funding acquisition, 
Y.S.K. and T.S.W.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-020-65474-3.
Correspondence and requests for materials should be addressed to S.K.Y.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

https://doi.org/10.1038/s41598-020-65474-3
https://doi.org/10.1038/s41598-020-65474-3
http://www.nature.com/reprints


9Scientific RepoRtS |         (2020) 10:8561  | https://doi.org/10.1038/s41598-020-65474-3

www.nature.com/scientificreportswww.nature.com/scientificreports/

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2020

https://doi.org/10.1038/s41598-020-65474-3
http://creativecommons.org/licenses/by/4.0/

	Identification of Reference Genes in Chicken Intraepithelial Lymphocyte Natural Killer Cells Infected with Very-virulent In ...
	Results
	Discussion
	Materials and Methods
	Ethical considerations. 
	Chickens and viruses. 
	CD3−28.4+IEL-NK cell isolation. 
	RNA extraction and mRNA isolation. 
	NanoString® nCounter assay. 
	RNA-Seq. 
	cDNA synthesis. 
	RT-qPCR and data analysis. 

	Acknowledgements
	Figure 1 Comparison of RNA-Seq and NanoString results for target genes with RT-qPCR results using different combinations of reference genes.
	Table 1 Total IEL cells, percentage of IEL-28.
	Table 2 Average count and CV% from NanoString for 15 candidate reference genes.
	Table 3 Primer sequences for target and reference genes used for RT-qPCR.
	Table 4 Stability value of seven candidate reference genes based on result from geNorm and NormFinder.
	Table 5 Fold change and P-value for target genes (CASP8, IL22, TLR3) based on the results from RNA-Seq and NanoString.
	Table 6 Mean M value and CV for different combination of reference genes used for target gene normalization.
	Table 7 List of reference genes being tested in NanoString.




