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SI, Fig. S1: Phylogenetic tree construction over N-gene of IBV, and its groups (A, B, C, D, E, 

Fi, Fii). 

 
 
 
 
 
 
 
 
 
 
 
 
 



 
 
 
 

 
 
SI, Fig. S2: Output of extracted sequences obtained from Geneious ‘Alignment View’, 

showing the position of mismatches in individual sequences relative to the consensus. The 

position of yellow coloured bases in the consensus will be accommodated by Wobbles during 

PLP design. Mismatches to any of the consensus sequences is represented in red colour. ‘True’ 

or ‘False’ scoring is based on the positioning of mismatches (5 bp) in relation to the ligation 

site.  

 

 

 

 

 



 
SI, Fig. S3: Optimization of RT-C2CA experiments. A. Different concentrations of cDNA 

from Herts/33 synthesized using SP (B1) and amplified using PLP (B1). B. 1:40 dilution of 

cDNA from different strains (along with Influenza B virus as specificity control), synthesized 

using RP and amplified using cocktail PLP. C. 1:10 dilution of cDNA from different strains, 

synthesized and amplified as in B. 

 

 

 
 

SI, Fig. S4: PLP validation by RT-C2CA assay on their respected synthetic targets (100 fM) 

along with their negative controls (water instead of synthetic target). 



 

SI, Fig. S5: RT-C2CA assay performed using synthetic targets (ST) at a concentration of 100 

fM and cocktail PLP for the specific performance of the PLPs used. A. Use of specific PLPs, 

alongside showing the results after the elimination of the respective PLP from the cocktail 

(e.g., B1+ uses cocktail PLP for detecting B1 synthetic target; B1- has elimination of B1 PLP 

from the cocktail). B. Cross-reactivity of PLPs on synthetic targets. 

 
 

 
 
SI, Fig. S6 Performance of individual and cocktail PLPs for C2CA validation using A. 

Herts/33 and B. HU-14036/06, along with their respective negative controls (water instead of 

template). cDNA (dilution of 1:20) synthesized by SP (B1 for Herts/33 and B3 for HU-

14036/06) + RP was used. 

 

	

 
 
 

 



SI, ST1. Synthetic targets used in this study 

 

 
 
 
 
 
SI, ST2. Table of oligonucleotides used for other avian viruses  

 
 
 
 
SI, ST3. Concentrations of cDNA samples used for assay optimization. 

 
 
 
 
 
 
 
 

Name 5´modification Sequence 

ILTV_PLP.1 Phosphate GAAGGATTGATTTCTGGAACGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCGCCAACGTGAGCATCGTATAATAGCGTCTGGTCGATT 

ILTV_PLP.2 Phosphate CGACGTAAAGAAGTACAACGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCGCCAACGTGAGCATCGTATACTCCGAATGGCCCGT 

IBDV_PLP.1 Phosphate GTCAAATTGTAGGTCGAGGTGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCCTGCGAGTGGTCACGAATACCCTGTGTCCCCCACA 

IBDV_PLP.2 Phosphate CCACAGTCAAATTGTAGGTGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTCCGCACTGGTCAGGTATACCTGACCCTGTGTCCC 

IBDV_PLP.3 Phosphate CACTCAGTATCAATTTTGTGGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTCCGCACTGGTCAGGTATAGCCAAGACGGTCCCTCT 

IBDV_PLP.4 Phosphate TTCCTGACGCGGCTCGGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTCCGCACTGGTCAGGTATACTGAGGCAGCTCTTGCTT 

IBDV_PLP5 Phosphate TCTCTGCATGCACGTAGTCGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTCCGCACTGGTCAGGTATATGATGCCAACCGGCTCT 

IBV_PLP.1 Phosphate CACTTGGTGAAAATGAACTTGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTGTCCCGTGTGCTGAGATAGATTAATTGGGGTGATTCAG 

IBV_PLP.2 Phosphate AAAGCATTGACCTCAGATGAGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTGTCCCGTGTGCTGAGATAGCAGGATGATGAAGTRGAT 

IBV_PLP.3 Phosphate GTTGCTGCAAAGGGTGCTGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTGTCCCGTGTGCTGAGATACAAGATGGTATAGTGTGG 

IBV_PLP.4 Phosphate AATGAGGARGGTATTAAGGGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTGTCCCGTGTGCTGAGATATTTGGTGATGACAAGATG 

IBV_PLP.5 Phosphate AATGAGGARGGTATTAAGGATGGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTGTCCCGTGTGCTGAGATAAATTTTGGTGATGACAAGATG 

IBV_PLP.6 Phosphate GTGTGGGTTTCTGCAAAGGGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTGTCCCGTGTGCTGAGATATAGCCAAGATGGTATA 

IBV_PLP.7 Phosphate GTGTGGGTTGCTGCAAAGGGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTGTCCCGTGTGCTGAGATATAGCCARGATGGTATA 

IBV_PLP.8 Phosphate TTTTGGAAGTAGAGTGACGGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTGTCCCGTGTGCTGAGATATAGTAGCCATGCTTGTCT 

IBV_PLP.9 Phosphate CGTACTAAAGGTAAGGAGGGTGTATGCAGCTCCTCAGTAATAGTGTCTTACTTCTGTCCCGTGTGCTGAGATATTGATAAAGTTTTTGGCCCT 

IBV_PLP.10 Phosphate CCTGATAATGAAAATCTTAAAGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTGTCCCGTGTGCTGAGATAGTTTGAAGGTAGTGGTGTT 

IBV_PLP.11 Phosphate GACCTGAATTGGGGTGATTGTGTATGCAGCTCCTCAGTAATAGTGTCTTACCTGTCCCGTGTGCTGAGATAAACAGGACCAGCCGCT 

AIV_PLP.1 Phosphate       CRCTGGGCACGGTGAGTGTATGCAGCTCCTCAGTAATAGTGTCTTACAAATCAGTCATACGAGCGCCGCTGCAGTCCYCGYT 
 

Primer and cDNA 
conditions

RP SSP SP mix RP + SP mix

Genotype IV_ 
Herts/33

3.8 ng/μL 0.800 ng/μL 3.16 ng/μL 4.64 ng/μL

Genotype 
VII_HU-14036/06

7.00 ng/μL 4.60 ng/μL 8.20 ng/μL 12.3 ng/μL



 
 
SI, ST4. List and details of viral strains used in the study. 
 

 
 
	
	
	
	
	
	


