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subclade B3 and Fermon strains.  These substitutions were found in the 5’UTR as well 
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Fixation and Permeabilization kit according to the manufacturer’s instructions (BD 
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USA). Specific tests are described in the figure legends. P values of ≤0.05 were 
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Nucleic Acid Isolation Kit (Roche) according to manufacturer’s instruction. The total 

D68 specific primer and probe: forward primer, 5’
3’, reverse primer 5’ 3’, 

the probe1 5’ 3’ and the probe2 5’ 3’. 
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Rhabdomyosarcoma cells (RD cells) (ATCC) were cultured in Dulbecco’s modified 
Eagle’s medium (DMEM; Lonza, Switzerland) supplemented with 10% (vol/vol) fetal calf 

Aldrich), 100 IU/ml penicillin (Lonza), 100 IU/ml streptomycin 
(Lonza), and 2 mM L
recombinant proteins were reconstituted according to the manufacturer’s protocol.
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(5 µM; Merck Millipore; 688001), SB431542 (40 μM; Tocris Bioscience; 1614), LDN
193189 (0.2 μM; Stemgent; 04 02), and CHIR99021 (3 µM; Tocris Bioscience; 

retinoic acid (0.1 µM; Sigma; R2625) and Smoothened Agonist (SAG) (500 nM; Merck 

(0.1 µM; Sigma; R2625) and SAG (500 nM; Merck Millipore; 566660) Brain
Neurotrophic Factor (BDNF) (10 ng/ml; Peprotech; CYT
Neurotrophic Factor (GDNF) (10 ng/ml; Peprotech; 450

(20 µM; Tocris Bioscience; 2634). On day 16, Ciliary Neur
(10 ng/ml; Peprotech; 450

TF (each 10 ng/ml, Peprotech) to maintain maturation and long



Chapter 4

4 

DMEM: Ham’s F12



Comparative analysis of EV-D68 replication in hPSC-derived neural models

4 

™



Chapter 4

4 



Comparative analysis of EV-D68 replication in hPSC-derived neural models

4 
D68 primers (75 pmol/μl) and the probes (10 pmol/μl). Sequences including EV
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Chapter 4

4 



Comparative analysis of EV-D68 replication in hPSC-derived neural models

4 



Chapter 4

4 

Way ANOVA with Dunnett’s te

ANOVA with Turkey’s multiple comparison test. Data represent mean ± SD from at least 3 independent 
experiments. *, P ≤ 0.05; **, P ≤ 0.01; ****, P ≤ 0.0001; ns, not significant; ANOVA, analysis



Comparative analysis of EV-D68 replication in hPSC-derived neural models

4 



Chapter 4

4 

Turkey’s multiple comparison test. Data represent mean ± SD from at least 3 independent 
experiments. *, P ≤ 0.05; ns, not statistic significant; MFI, mean fluorescen



Comparative analysis of EV-D68 replication in hPSC-derived neural models

4 



Chapter 4

4 



Comparative analysis of EV-D68 replication in hPSC-derived neural models

4 



Chapter 4

4 



Comparative analysis of EV-D68 replication in hPSC-derived neural models

4 



Chapter 4

4 



Comparative analysis of EV-D68 replication in hPSC-derived neural models

4 



Chapter 4

4 



Comparative analysis of EV-D68 replication in hPSC-derived neural models

4 







Chapter 5

5 



Detection of intrathecal antibodies to diagnose EV infections

5 



Chapter 5

5 



Detection of intrathecal antibodies to diagnose EV infections

5 

manufacturer’s protocol (Viron/Serion; Wurzburg, 
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ribosomal entry site (IRES) in 5’UTR region, which is important for virus replication and 
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5’UTR region of EV
D68 infection. Sequencing of 2014 outbreak isolates showed variations in the 5′ UTR 

structure changes in the IRES in 5’UTR region of contemporary EV

in 5’UTR might increase neur
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