
 

 

Figure 1. CoIP of Rx1:4HA and Rx1:GFP after induction of CP production. On the top 

Rx1:GFP is visualized on an SDS page gel using GFP antibody, prior (input) and after IP. 

Below Rx1:4xHA is detected using HA-antibody, prior to CoIP (input) and after CoIP. 

Coomassie loading controls are displayed below the SDS PAGE panes. Red arrows indicate the 

height at which monomeric Rx1 fusion proteins are migrate, blue arrows indicate a band of 

approximately twice the size of monomeric Rx1. 
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Figure 2. Native Blue- and SDS-PAGE analysis of Rx1 after DEX-triggered induction of CP 

production. (A) Native blue PAGE probed with an HA-antibody to detect native HA tagged 

Rx1 protein (upper panel), and Coomassie Brilliant Blue stain of the same blot to show total 

protein abundance (lower panel). (B) SDS PAGE using an HA-antibody to detect wt and mutant 

Rx1 protein (upper panel) and a Ponceau S stain of the same membrane serving as loading 

control (lower panel). Band in sample Rx1D106 T=1 at ~180kDa is marked with a blue arrow  

(C) SDS PAGE probed with an anti-PVX antibody to detect CP accumulation (upper panel) 

and a Ponceau S stain of the membrane serving as loading control (lower panel). As protein 

abundance varied between the Rx1D106 and HA:GFP:Rx1K176R samples, Figure 2A is a collage 

of 2 films made from the same immunoblot. Pictures of the original films can be found in Figure 

S1. 
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Supplemental Figure S1.
Native Blue Immunoblots (Depicted in Figure 2) visualized with different exposure times

Short exposure
~45 sec

Exposure
~1.30 min

Long Exposure
~2.30 min

.CC-BY-NC-ND 4.0 International licenseperpetuity. It is made available under a
preprint (which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in 

The copyright holder for thisthis version posted January 10, 2023. ; https://doi.org/10.1101/2023.01.10.523371doi: bioRxiv preprint 

https://doi.org/10.1101/2023.01.10.523371
http://creativecommons.org/licenses/by-nc-nd/4.0/


Supplemental Table T1. 

This table contains all the primers used for cloning and (quantitative) PCR (See:”Primers”). It contains the 

plasmids used  the manuscript (See:”Constructs”) and the transgenic homozygous N. Benthamiana plant lines 

(See: “Plant Lines”). 

Primers 

Primer 

Name 

Primer Sequence (5’ - 3’) Description 

FP7899 GGGGACAAGTTTGTACAAAAAAGCAGGCTCC 

ATGGCTTATGGCTTATGCTGCTGTTACTTCCC 

Rx1 forward primer, gateway, Leaky 

Scan 

FP7902 GGGGACCACTTTGTACAAGAAAGCTGG 

GTCACATTATTGCGGCAAGAAGCAACT 

Rx1 reverse primer, gateway, no stop 

FP7726 TGCTCCTGCTGGCTGTGGAAA NRG1 Forward primer (ref. gene) 

FP7727 CCCAAACAAGTTGCGGGTCGT NRG1 reverse primer 

FP7722 GTTCGGGGATTCCCAATACGAGGTC Hygromycin (HPT) forward primer 

FP7723 ATCGAAATTGCCGTCAACCAAGCTC Hygromycin (HPT) reverse primer 

FP7724 TCACCTTGCTCCTGCCGAGA Kanamycin (NPTII) forward primer 

FP7725 CGAGCCCCTGATGCTCTTCG Kanamycin (NPTII) reverse primer 

 

Constructs  

Plasmid 

name 

Construct  Description 

pFP1806 pBINLR+ GFP, 35S::Gateway:GFP pBIN+ with pK7FWG2 expression cassette 

pSDM6152 pBINLR+ 35SLS::Rx1:GFP pSDM6203 with Rx1 and “leaky scan” sequence 

 

Plant Lines. 

Plant line 

identifier 

Construct Description 

FP1807 pRx1::Rx1:4HA / DEX::CP106 (Rx1D106) Constitutive Rx1:4xHA expressing line, with 

DEX inducible CP106 

FP1888 35SLS::4xHA:GFP:Rx1K176R Plant transformed with pBIN+ 

35SLS::4xHA:GFP:Rx1K176R from Slootweg 

et al. 2010. 
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