
Reply: 

We appreciate the comments of Dr. Ceccarelli and colleagues regarding our article 

“Critical role of TNF-receptor 1 but not 2 in hepatic stellate cell proliferation, 

extracellular matrix remodeling and liver fibrogenesis” (1), and its suggestion of the 

potential participation of Protein Kinase R (PKR) at the cross-talk between TNF-

Receptor 1 (TNFR1) and PDGF-β-receptor in hepatic stellate cells (HSCs). In fact, in 

light of the background information provided, and their observation that PKR 

expression is boosted by TNF in LX2 cells, we have decided to pursue this line of 

reasoning by analyzing the basal protein expression of PKR in our TNFR1 knockout 

(TNFR1-KO) HSCs, TNFR1/R2 double-knockout (TNFR-DKO) HSCs and wild-type 

HSCs to validate if differences in PKR expression could account for the lack of AKT 

activation and proliferation observed after PDGF challenge in TNFR1-KO and TNFR-

DKO HSCs. In doing so, we have not observed any difference in PKR protein 

expression between wild-type, TNFR1-KO, and TNFR-DKO-HSCs, as shown in Figure 

1. However, while this result does not preclude the possibility that PKR activation or 

phosphorylation could be impaired in TNFR1-KO HSCs or TNFR-DKO HSCs, since it 

has been recently described that PKR is rapidly phosphorylated/activated in response to 

engagement of TNF alpha receptors (2). Although our results suggest that PKR 

expression is not exclusively dependent on TNFR1, in view of the fact that it is 

normally expressed in TNFR1-deficient HSCs, we concur that future analysis of PKR 

activity or other NF-κB-dependent proteins whose activation were mediated by TNFR1 

may be of interest in order to target them for the treatment of liver fibrosis. 
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Figure 1. Protein kinase R (PKR) expression in 7-day old wild type, TNF-R1 knockout 

(TNFR1-KO), and TNFR1/R2-double knockout (TNFR-DKO) HSCs. Samples were 

run in triplicate. Antibodies used: monoclonal anti-PKR (clone B-10), anti-mouse-HRP 

(Santa Cruz Biotechnologies), anti-β-actin-HRP (Sigma-Aldrich). 

 

 

 

 

 


