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Abstract 

Objective: Interferon‑gamma (IFN‑γ) is overexpressed in rheumatoid synovium and thought to be involved in the 
pathogenesis of rheumatoid arthritis (RA). In this study, we examined our hypothesis that IFN‑γ activates innate 
immune cells and upregulates inflammatory cytokines. Peripheral blood neutrophils were stimulated with IFN‑γ in the 
presence or absence of Janus kinase (JAK) inhibitors. Interleukin‑6 (IL‑6) mRNA and protein expression were analyzed 
using real‑time polymerase chain reaction (PCR) method and enzyme‑linked immunosorbent assay. Protein phospho‑
rylation of JAKs or STAT1 was assessed by Western blot using phospho‑specific antibodies.

Results: IFN‑γ stimulation induces IL‑6 expression in protein and mRNA levels in human neutrophils. Furthermore, 
IFN‑γ stimulation induces JAK1/JAK2 phosphorylation and downstream signal transducer and activator of transcrip‑
tion (STAT) 1 phosphorylation in human neutrophils. Although all JAKi, blocked IFN‑γ‑induced JAK1.2/STAT1 phos‑
phorylation at higher concentrations (100 nM), baricitinib most efficiently inhibited IFN‑γ‑induced JAK1.2/STAT1 
phosphorylation at lower concentrations (≤ 25 nM). Among these JAKi, baricitinib was the most potent regulator for 
IFN‑γ‑induced IL‑6 production in human neutrophils. Our data indicate that IFN‑γ upregulates IL‑6 production via the 
JAK1/2‑STAT1 pathway in human innate immune cells. Furthermore, this IFN‑γ‑mediated IL‑6 induction via JAK/STAT 
was downregulated by JAKi.

Keywords: Cytokines, Interferon‑γ, Interleukin‑6, Janus kinase (JAK), Neutrophils, Rheumatoid arthritis

© The Author(s) 2021. 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 Creative Commons licence, and indicate if changes were made. The images or 
other third party material in this article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line 
to the material. If material is not included in the article’s Creative Commons licence and your intended use is not permitted 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 
licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/. The Creative Commons Public Domain Dedication waiver (http:// creat iveco 
mmons. org/ publi cdoma in/ zero/1. 0/) applies to the data made available in this article, unless otherwise stated in a credit line to the data.

Introduction
Interferon-gamma (IFN-γ) is involved in the regulation 
of both the innate and adaptive immune responses [1]. 
The major biological activities of IFN-γ include activation 
of cellular immunity [2]. IFN-γ activates innate immune 
cells and induces major histocompatibility complex 
(MHC) class II antigen expression, possibly contribut-
ing to the development of rheumatoid arthritis (RA) [3]. 

A clinical trial using an anti-IFN-γ monoclonal antibody 
for RA was terminated since it did not meet the primary 
endpoint [4]. In contrast, Janus kinase (JAK) inhibitors 
targeting multiple cytokines, including IFN-γ, exhibit a 
beneficial effect in RA [5]. In RA synovium,  CD8+ T cells 
are thought to be a source of IFN-γ, which leads to down-
stream cytokine cascades through by activating rheuma-
toid synovial infiltrating cells [6, 7].

An important role of IFN-γ is the regulation of immune 
cell growth and differentiation by activating the tran-
scription of target genes [8]. IFN-γ signaling pathway 
is mediated by activating Janus kinase (JAK) and signal 
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transducer and activator of transcription (STAT) 1 [9]. 
After binding to its receptor, IFN-γ activates the recep-
tor-associated JAK1 and JAK2 by phosphorylation [10]. 
The activated JAKs allow for subsequent phosphorylation 
of STAT1, which then dissociates from the IFN-γ recep-
tor, translocates to the nucleus and binds to the promoter 
regions of IFN-γ-inducible genes [11]. JAK inhibitors 
(JAKi) target multiple cytokines, including interleukin-6 
(IL-6) or granulocyte–macrophage colony-stimulating 
factor (GM-CSF), and exhibit clinical efficacy in the 
treatment of RA [12]. However, the molecular mecha-
nisms for the negative regulation of IFN-γ-induced signal 
transduction pathways by JAKi have not been completely 
elucidated. The aim of the present study was to investi-
gate whether IFN-γ activates innate immune cells to pro-
duce proinflammatory cytokines.

Materials and methods
Reagents
Recombinant human IFN-γ was purchased from Pep-
rotech (Rocky Hills, NJ). Phospho-specific antibodies 
against JAK-1 (Tyr1022/1023), JAK-2 (Tyr1007/1008) 
and STAT-1 (Tyr705) were purchased from Cell Signaling 
Technology (Beverly, MA, USA). Tofacitinib, baricinib 
and upadacitinib were purchased from Sigma-Aldrich 
(Tokyo, Japan).

Neutrophils isolation
Venous peripheral blood was collected from healthy vol-
unteers. Neutrophils were isolated by density gradient 
centrifugation using Polymorphprep TM (Axis-Shield, 
Oslo, Norway). Flow cytometric immunophenotyping 
was performed to assess the purity of the isolated neu-
trophils. The isolated neutrophils were positively stained 
with CD11b (96.5%, Additional file 1). The isolated neu-
trophils (2 ×  106/ml) were seeded in 24-well plates con-
taining RPMI1640 with 10% FBS and stimulated with 
the indicated concentrations of IFN-γ. To investigate the 
effects of JAKi on IFN-γ receptor signaling, freshly iso-
lated neutrophils were pretreated with JAKi for 1 h then 
stimulated with IFN-γ and protein extracts or superna-
tants were analyzed by Western blotting or ELISA. This 
study (No. 29282) was approved by the Ethics Committee 
of Fukushima Medical University and written informed 
consent was obtained from each individual.

ELISA
Cell-free supernatants were analyzed for IL-6 was meas-
ured using enzyme-linked immnunosorbent assay kit 
(R&D Systems, No. HS600C Minneapolis, MN, USA).

Reverse transcription‑polymerase chain reaction (RT‑PCR)
Total RNA was extracted using the RNeasy total RNA 
isolation protocol (Qiagen, Crauley, UK) according to 
the manufacturer’s protocol. First-strand cDNA was 
synthesized from 1  μg of total cellular RNA using an 
RNA PCR kit (Takara Bio Inc., Otsu, Japan). cDNA was 
amplified using specific primers respectively.

Primer sets for human IL-6 and GAPDH were pur-
chased from OriGene (Rockville MD, USA). The spe-
cific sequences for IL-6 were as follows [13]:

GAPDH: forward primer 5′-GTC TCC TCT GAC TTC 
AAC AGCG-3′,

reverse primer 5′-ACC ACC CTG TTG CTG TAG CCAA-3′;
IL-6; forward primer 5′-AGA CAG CCA CTC ACC TCT 

TCAG-3′;
reverse primer 5′-TTC TGC CAG TGC CTC TTT GCTG-3′.
PCR program: Stage 1: Activation: 50  °C for 2  min; 

Stage 2: pre-soak:95  °C for 10 min; Stage 3: Denatura-
tion: 95  °C for 15  s, Annealing: 60  °C for 1 min; Stage 
4: Melting curve 95  °C for 15  s, 60  °C for 15  s, 95  °C 
for 15  s. PCR was carried out using Real-time PCR 
Detection System (Applied Biosystems) with relative 
expression analysis determined by reference to the 
housekeeping gene GAPDH. The relative expression of 
the target genes was calculated using the ΔΔCt method.

Cell lysis and western blotting
Cells were stimulated with IFN-γ for the indicated 
times in the figure legends and the cells were washed 
by ice-cold PBS and lysed with RIPA Buffer (Sigma-
Aldrich) with 1.0  mM sodium orthovanadate for 
20 min at 4 °C. After 5 min on ice, the cell lysates were 
centrifuged at 10,000g for 10 min at 4 °C. After centrif-
ugation, an identical amount of cellular lysates (50 μg) 
was subjected to electrophoresis, transferred to a nitro-
cellulose membrane and proved with phospho-specific 
antibodies (JAK1, JAK2, STAT1). Targeted protein 
bands were detected using the enhanced chemilumi-
nescence (ECL) system (Amersham, Little Chalfont, 
UK). Densitometry was done using the automated 
digitizing software (Image J, NIH, Bethesda, USA). All 
phosphorylated bands of JAK1, JAK2 and STAT1 were 
normalized to total protein levels.

Statistical analysis
Differences between groups were examined for statisti-
cal significance using Mann–Whitney U test.

Results
IFN‑γ induces IL‑6 secretion by human neutrophils
We initially examined whether IFN-γ stimulates 
inflammatory cytokine production by neutrophils. The 
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culture supernatants from IFN-γ-stimulated neutro-
phils were analyzed for IL-6, which is involved in RA 
pathogenesis, using enzyme-linked immunosorbent 
assays. IFN-γ stimulated the production of IL-6 from 
neutrophils in a dose-dependent manner (Additional 
file 2). We next assessed IL-6 mRNA expression in IFN-
γ-stimulated neutrophils. IFN-γ was a potent inducer 
for IL-6 mRNA expression in neutrophils (Additional 
file 3). A concentration-dependent increase in the IL-6 
mRNA expression was found after stimulation with 
IFN-γ and reached a plateau at 50 ng/ml of IFN-γ.

Inhibitory effect of JAKi on IL‑6 production
IFN-γ transduces signals via Janus kinase (JAK)/signal 
transduction activator of transcription (STAT) pathways. 
In order to investigate the involvements of JAK in IFN-
γ-induced IL-6 production, we pretreated freshly isolated 
neutrophils with various concentrations of JAKi (tofaci-
tinib, baricitinib, upadacitinib) for 1  h and then stimu-
lated IFN-γ for 24 h. We assessed the production of IL-6 
from IFN-γ-stimulated neutrophils.

As expected IFN-γ-stimulated neutrophils produced a 
significant amounts of IL-6. Pretreatment of neutrophils 
with JAKi showed the decrease in IL-6 production in a 
dose-dependent manner. Whereas, pretreatment of neu-
trophils with lower concentrations of baricitinib showed 
the strongest decrease in IL-6 production compared 
to those with tofacitinib or upadacitinib from IFN-γ-
stimulated neutrophils (Fig. 1).

Inhibitory effect of JAKis on cytokine‑induced STAT 
phosphorylation
To compare the inhibitory activity of each JAKi against 
JAK/STAT signaling pathway, we evaluated IFN-γ-
induced STAT1 phosphorylation. Treatment of IFN-γ 
with 50 ng/ml resulted in the phosphorylation of STAT1 
in human neutrophils. Dose-dependent response experi-
ments showed that all JAKis effectively suppressed 
STAT1 phosphorylation at higher concentrations 
(100 nM) in IFN-γ-stimulated human neutrophils. While 
the inhibitory effects of JAKis varied at lower concentra-
tions (25  nM), and baricitinib most efficiently inhibited 
IFN-γ-induced STAT1 phosphorylation (Fig.  2, Addi-
tional file  4). Pretreatment with all JAKi blocked IFN-
γ-induced JAK1 phosphorylation at lower or higher 
concentrations (25–100  nM, Fig.  3, Additional file  5). 
Although pretreatment with all JAKi blocked IFN-γ-
induced JAK2 phosphorylation at higher concentrations 
(100 nM), The inhibitory effects of JAKi varied at lower 
concentrations (25  nM). Similarly, baricitinib most effi-
ciently inhibited IFN-γ-induced JAK2 phosphorylation 
even at lower concentrations (Fig. 3, Additional file 6).

Discussion
RA is an inflammatory arthritis leading to the joint 
destruction [14]. Although the etiology of RA is not 
completely understood, it is known that the cross-talk 
between adaptive immunity and innate immunity is 
involved in RA immunopathology [15]. IFN-γ plays an 
important role in the development of autoimmunity [2]. 
The high levels of IFN-γ are found in RA plasma, syno-
vial tissue, and synovial fluids [16]. However, INF-γ plays 
conflicting roles in the development and progression of 
RA, with some studies highlighting a protective role of 
IFN-γ in RA [17]. This is because the functions of IFN-γ 
are dependent on the types of immune cells [18].

This study was conducted to assess the effect of IFN-γ 
on innate immune cells. We also examined whether JAKi 
affect the INF-γ-mediated signal transduction path-
way. The results demonstrated that IFN-γ stimulation 
induced the production of an inflammatory cytokines, 
IL-6, which plays an important role in the cytokine cas-
cade of RA [19]. The mechanism by which IFN-γ upregu-
lates IL-6 expression in neutrophils was not elucidated 
in this study. It was reported that IFN-γ itself does not 
stimulate IL-6 production, however, IFN-γ enhances the 
production of IL-6 in LPS-stimulated THP-I cells [20]. 
The promoter region of the interleukin-6 (IL-6) gene has 
a putative NF-kappa B (NF-κB)-binding site [21]. IFN-γ 
was shown to activate downstream signaling molecules, 
including NF-κB, in addition to JAK/STAT pathways 

Fig. 1 JAKi inhibit the IFN‑γ‑induced IL‑6 synthesis from 
neutrophils. Neutrophils were pretreated with JAKi (tofacitinib, 
baricitinib, upadacitinib) at the indicated concentrations for 1 h 
and then stimulated with IFN‑γ (50 ng/ml) for 24 h. Supernatants 
were analyzed for IL‑6 production by ELISA. Values represent 
the mean ± SD of three independent experiments. *p = 0.015 
baricitinib‑pretreated neutrophils versus those with tofacitinib. 
p = 0.024 baricitinib‑pretreated neutrophils versus those with 
upadacitinib. Results were compared by the Mann–Whitney U test
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[22]. It is possible that IFN-γ stimulats human neutro-
phils to produce IL-6 in which NF-κB is involved in IL-6 
gene expressions.

We also examined the effect of JAKi on IFN-γ-induced 
STAT1 activation, which is involved in the transcrip-
tion of IFN-γ-induced genes. All JAKis (tofacitinib, 
baricitinib, and upadacitinib) efficiently suppressed IFN-
γ-induced STAT1 phosphorylation. However, the inhibi-
tory effect of tofacitinib seems to be lower compared 
to those of baricitinib or upadacitinib against IFN-γ-
induced STAT1 phosphorylation under the lower con-
centrations. Our data also indicated that baricitinib is the 
most potent inhibitor for IFN-γ-induced IL-6 production 
at lower concentrations (25 nM).

It is assumed that each JAKi exhibits different inhibi-
tory profiles against cytokine receptor signaling accord-
ing to their specificities for JAK isoforms [23, 24]. Our 
data indicated that there are differences in the inhibitory 
effects on the JAK/STAT pathway among different JAKi. 
Concerning the IFN-γ-induced STATI phosphorylation, 
tofacitinib showed the lower inhibitory activities com-
pared to baricitinib or upadactinib. This observation con-
trasts with the comparable inhibition on IFN-γ-induced 
JAK1 phosphorylation in neutrophils pretreated with 
these there JAKi. Conversely tofacitinib showed lower 
inhibitory activities against IFN-γ-induced JAK2 phos-
phorylation in parallel to the inhibitory effects on IFN-
γ-induced STAT1 phosphorylation. These findings may 
suggest that IFN-γ-induced STAT1 activation process 
may be more depend on JAK2. Among these three JAKi 
used in this study, baricitinib is the most strong inhibitor 

for IFN-γ-mediated signaling pathways in innate immune 
cells.

Previous basic studies demonstrated that IFN-γ is 
involved in RA pathogenesis, including synovial inflam-
mation and the activation of innate immunity [25]. How-
ever, clinical trials targeting IFN-γ are unsuccessful in the 
treatment of RA [4], suggesting that biological activities 
IFN-γ may be variable and depend of the types of immune 
cells [17]. In rheumatoid synovium, it is presumed that 
IFN-γ, which is secreted from synovial infiltrating T 
cells, activates synovial fibroblasts, and monocytes/mac-
rophages [26]. These activated synovial inflammatory 
cells may produce IL-6, which contribute to rheumatoid 
synovitis [27]. Our results clearly indicated that IFN-γ 
activates innate immune cells to produce IL-6 and JAKi 
regulate this IFN-γ-triggered IL-6 production probably by 
affecting the STAT1 activation processes.

In conclusion, IFN-γ activates human neutrophils, 
resulting in STAT1 activation and IL-6 production. Our 
data also indicated that the IFN-γ-mediated JAK/STAT 
signaling pathway can be modulated by JAKi resulting in 
the inhibition of production of IL-6. Inhibition of IFN-γ-
mediated inflammatory pathways using JAKis likely plays 
a role in the modification of rheumatoid inflammatory 
processes.

Limitation
There are some variations in IFN-γ-induced IL-6 pro-
duction in neutrophils. Although we used the freshly 
isolated neutrophils, the cells have not always exactly 
the same property due to the variability attributable 

Fig. 2 Effects of JAKi on STAT1 phosphorylation in IFN‑γ stimulated neutrophils. Neutrophils were pretreated with JAKi (tofacitinib, baricitinib, 
upadacitinib) at the indicated concentrations for 1 h and then stimulated with IFN‑γ (50 ng/ml) for 20 min. Phosphorylation of STAT1 was 
determined by Western blotting using phospho‑specific antibodies against STAT1. Phosphorylation levels of JAK2 were normalized to total protein 
levels. For relative quantification, the ratio of phosphorylated STAT1 to total STAT1 was defined as 1.0 in the IFN‑γ‑stimulated neutrophils



Page 5 of 7Yoshida et al. BMC Research Notes          (2021) 14:447  

to individual differences, which may account for these 
variations of IFN-γ-induced IL-6 productions.

Abbreviations
IFN‑γ: Interferon‑gamma (IFN‑γ); IL‑6: Interleukin‑6; JAK: Janus kinase; JAKi: JAK 
inhibitors; RA: Rheumatoid arthritis (RA); STAT : Signal transducer and activator 
of transcription.
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Additional file 1: Isolated neutrophils are a pure populations. Isolated 
neutrophils were collected and stained for CD11b/CD3 and analyzed by 
flow cytometry. Isolated neutrophils demonstrated a single spot in their 

Fig. 3 Effects of JAKi on JAK1/2 phosphorylation in IFN‑γ stimulated neutrophils. Neutrophils were pretreated with JAKi (tofacitinib, baricitinib, 
upadacitinib) at the indicated concentrations for 1 h and then stimulated with IFN‑γ (50 ng/ml) for 20 min. Phosphorylation of JAK1 (A) and JAK2 
(B) were determined by Western blotting using phospho‑specific antibodies against JAK1 and JAK2. Phosphorylation levels of JAK1 or JAK2 were 
normalized to total protein levels. For relative quantification, the ratio of phosphorylated JAK to total JAK was defined as 1.0 in the IFN‑γ‑stimulated 
neutrophils
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light scattering properties (FSC versus SS density plot). Percentages of 
cells positive for CD3 and CD11b are indicated. 

Additional file 2: IFN‑γ induces IL‑6 synthesis from human neutro‑
phils. Neutrophils were incubated with the indicated concentrations 
of IFN‑γ for 24 h and supernatants were analyzed for p IL‑6 and TNF‑α 
production by ELISA. Values represent the mean ± SD of three independ‑
ent experiments. 

Additional file 3: IFN‑γ induces IL‑6 mRNA expressions in human neu‑
trophils. Neutrophils were incubated with the indicated concentrations 
of IFN‑γ for 6 h. The cells were harvested and analyzed for IL‑6 mRNA levels 
by real‑time PCR. Values represent the mean ± SD of three independent 
experiments. 

Additional file 4: p‑STAT1 full blot. Neutrophils were pretreated with 
JAKi (tofacitinib, baricitinib, upadacitinib) at the indicated concentrations 
for 1 h and then stimulated with IFN‑γ (50 ng/ml) for 20 min. Phosphoryla‑
tion of STAT1 was determined by Western blotting using phospho‑specific 
antibodies against STAT1. 

Additional file 5: p‑JAK1 full blot. Neutrophils were pretreated with JAKi 
(tofacitinib, baricitinib, upadacitinib) at the indicated concentrations for 
1 h and then stimulated with IFN‑γ (50 ng/ml) for 20 min. Phosphoryla‑
tion of JAK1 was determined by Western blotting using phospho‑specific 
antibodies against JAK1. 

Additional file 6: p‑JAK2 full blot. Neutrophils were pretreated with JAKi 
(tofacitinib, baricitinib, upadacitinib) at the indicated concentrations for 
1 h and then stimulated with IFN‑γ (50 ng/ml) for 20 min. Phosphoryla‑
tion of JAK2 was determined by Western blotting using phospho‑specific 
antibodies against JAK2.

Acknowledgements
We are grateful to Ms Sachiyo Kanno for her technical assistance in this study.

Authors’ contributions
SY, SYa, KY, HM, KM carried out the molecular biochemical studies, participated 
in the sequence alignment and drafted the manuscript. KY, HM, YF, TA, NM, 
JT, SS, MY‑F, carried out the genetic assays. SY, SYa, KM participated in the 
sequence alignment and drafted the manuscript. NM, JT, SS, MY‑F, HW partici‑
pated in the design of the study, performed the statistical analysis. All authors 
discussed the results and commented on the manuscript. All authors read and 
approved the final manuscript.

Funding
The study was supported by the Japan Grant‑in‑Aid for Scientific Research 
(20K08777).

Availability of data and materials
The datasets used and analysed during the current study are available from 
the corresponding author on reasonable request.

Declarations

Ethical approval and consent to participate
Ethical approval for this study was provided by the Ethics Committee of 
Fukushima Medical University (No. 29282) and written informed consent was 
obtained from each individual.

Consent for publication
Not applicable.

Competing interests
KM has received research Grants from Chugai, Pfizer, Eli Lilly and AbbVie. Rest 
of the authors declares that they have no competing interests.

Received: 8 September 2021   Accepted: 23 November 2021

References
 1. Baccala R, Kono DH, Theofilopoulos AN. Interferons as pathogenic effec‑

tors in autoimmunity. Immunol Rev. 2005;204:9–26.
 2. Shtrichman R, Samuel CE. The role of gamma interferon in antimicrobial 

immunity. Curr Opin Microbiol. 2001;4(3):251–9.
 3. Alvaro‑Gracia JM, Zvaifler NJ, Firestein GS. Cytokines in chronic inflam‑

matory arthritis. V. Mutual antagonism between interferon‑gamma and 
tumor necrosis factor‑alpha on HLA‑DR expression, proliferation, col‑
lagenase production, and granulocyte macrophage colony‑stimulating 
factor production by rheumatoid arthritis synoviocytes. J Clin Invest. 
1990;86(6):1790–8.

 4. Sigidin YA, Loukina GV, Skurkovich B, Skurkovich S. Randomized, double‑
blind trial of anti‑interferon‑gamma antibodies in rheumatoid arthritis. 
Scand J Rheumatol. 2001;30(4):203–7.

 5. Schwartz DM, Bonelli M, Gadina M, O’Shea JJ. Type I/II cytokines, JAKs, 
and new strategies for treating autoimmune diseases. Nat Rev Rheuma‑
tol. 2016;12(1):25–36.

 6. Kang YM, Zhang X, Wagner UG, Yang H, Beckenbaugh RD, Kurtin PJ, et al. 
CD8 T cells are required for the formation of ectopic germinal centers in 
rheumatoid synovitis. J Exp Med. 2002;195(10):1325–36.

 7. Kato M. New insights into IFN‑gamma in rheumatoid arthritis: role in the 
era of JAK inhibitors. Immunol Med. 2020;43(2):72–8.

 8. Barrat FJ, Crow MK, Ivashkiv LB. Interferon target‑gene expression 
and epigenomic signatures in health and disease. Nat Immunol. 
2019;20(12):1574–83.

 9. Krause CD, He W, Kotenko S, Pestka S. Modulation of the activa‑
tion of Stat1 by the interferon‑gamma receptor complex. Cell Res. 
2006;16(1):113–23.

 10. Pestka S, Kotenko SV, Muthukumaran G, Izotova LS, Cook JR, Garotta G. 
The interferon gamma (IFN‑gamma) receptor: a paradigm for the multi‑
chain cytokine receptor. Cytokine Growth Factor Rev. 1997;8(3):189–206.

 11. van Boxel‑Dezaire AH, Stark GR. Cell type‑specific signaling in response to 
interferon‑gamma. Curr Top Microbiol Immunol. 2007;316:119–54.

 12. Cohen S, Fleischmann R. Kinase inhibitors: a new approach to rheuma‑
toid arthritis treatment. Curr Opin Rheumatol. 2010;22(3):330–5.

 13. Salman E, Çelikbilek N, Aydoğan S, Özdem B, Gökay S, Kırca F, et al. Inves‑
tigation of the relationship of systemic immune‑inflammation index, 
C‑reactive protein and interleukin‑6 with viral dynamics in patients with 
COVID‑19. Mikrobiyol Bul. 2021;55(4):539–52.

 14. McInnes IB, Schett G. Pathogenetic insights from the treatment of rheu‑
matoid arthritis. Lancet. 2017;389:2328–37.

 15. McInnes IB, Schett G. Cytokines in the pathogenesis of rheumatoid arthri‑
tis. Nat Rev Immunol. 2007;7(6):429–42.

 16. Klimiuk PA, Sierakowski S, Latosiewicz R, Cylwik B, Skowronski J, Chwiecko 
J. Serum cytokines in different histological variants of rheumatoid arthri‑
tis. J Rheumatol. 2001;28(6):1211–7.

 17. Lees JR. Interferon gamma in autoimmunity: a complicated player on a 
complex stage. Cytokine. 2015;74(1):18–26.

 18. Rosloniec EF, Latham K, Guedez YB. Paradoxical roles of IFN‑gamma in 
models of Th1‑mediated autoimmunity. Arthritis Res. 2002;4(6):333–6.

 19. Calabrese LH, Rose‑John S. IL‑6 biology: implications for clinical targeting 
in rheumatic disease. Nat Rev Rheumatol. 2014;10(12):720–7.

 20. Biondillo DE, Konicek SA, Iwamoto GK. Interferon‑gamma regulation of 
interleukin 6 in monocytic cells. Am J Physiol. 1994;267(5Pt1):L564–8.

 21. Libermann TA, Baltimore D. Activation of interleukin‑6 gene expres‑
sion through the NF‑kappa B transcription factor. Mol Cell Biol. 
1990;10(5):2327–34.

 22. Mitchell S, Mercado EL, Adelaja A, Ho JQ, Cheng QJ, Ghosh G, Hoffmann 
A. An NFkappaB activity calculator to delineate signaling crosstalk: type 
I and II interferons enhance NFkappaB via distinct mechanisms. Front 
Immunol. 2019;10:1425.

 23. Choy EH. Clinical significance of Janus Kinase inhibitor selectivity. Rheu‑
matology. 2018;57:2042–52.

 24. Williams NK, Bamert RS, Patel O, Wang C, Walden PM, Wilks AF, et al. 
Dissecting specificity in the Janus kinases: the structures of JAK‑specific 
inhibitors complexed to the JAK1 and JAK2 protein tyrosine kinase 
domains. J Mol Biol. 2009;387(1):219–32.



Page 7 of 7Yoshida et al. BMC Research Notes          (2021) 14:447  

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 25. Takayanagi H, Sato K, Takaoka A, Taniguchi T. Interplay between inter‑
feron and other cytokine systems in bone metabolism. Immunol Rev. 
2005;208:181–93.

 26. Tang M, Tian L, Luo G, Yu X. Interferon‑gamma‑mediated osteoimmunol‑
ogy. Front Immunol. 2018;9:1508.

 27. Fonseca JE, Santos MJ, Canhão H, Choy E. Interleukin‑6 as a key player 
in systemic inflammation and joint destruction. Autoimmun Rev. 
2009;8(7):538–42.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.


	Interferon-γ induces interleukin-6 production by neutrophils via the Janus kinase (JAK)-signal transducer and activator of transcription (STAT) pathway
	Abstract 
	Objective: 
	Results: 

	Introduction
	Materials and methods
	Reagents
	Neutrophils isolation
	ELISA
	Reverse transcription-polymerase chain reaction (RT-PCR)
	Cell lysis and western blotting
	Statistical analysis

	Results
	IFN-γ induces IL-6 secretion by human neutrophils
	Inhibitory effect of JAKi on IL-6 production
	Inhibitory effect of JAKis on cytokine-induced STAT phosphorylation

	Discussion
	Limitation

	Acknowledgements
	References




