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Figure S1. Nasal-only inoculation. A: BALB/c mice were intranasally treated with 1% Evan 

Blue in PBS at the indicated volume per nostril (X 2; for the 50 µl group, only one nostril) under 

light anesthesia using isoflurane. Mice were euthanized 10 min later and bronchoalveolar fluids 

(BALF) obtained. The OD values at 610 nm were measured to detect aspirated Evan’s blue in 

the lungs.  N=6-9 per group except N=3 in the positive control group (50 µl). B: radiolabeled 

sulfur colloid solution (5 µl per nostril) was intranasally given to mice after light anesthesia using 

isoflurane. Radioactivity was then determined scintigraphically 20 min later. n=3.  C: BALB/c 

mice were intranasally infected with MHV-1 (104 PFU in 2 µl MEM, 1 µl /nostril). The mice 

were then sacrificed on days 1, 2, 4, 6 and 8. Controls were mice treated with vehicle. Viral titers 

were measured in both nasal lavage fluids (NLF) and the lungs. dpi= day post infection. N=3 per 

group. **p<0.01 vs. all others. D: BALB/c mice were intranasally infected with MHV-1 (104 

PFU in 2 µl MEM, 1 µl/nostril) or vehicle, and monitored for changes in weight. Positive 

controls were mice intratracheally infected with MHV-1 (104 PFU in 50µl MEM). **p<0.01, 

positive controls vs. mice treated intranasally with either 2 µl vehicle or MHV-1. n=4-6 per 

group. E: BALF cell numbers after nasal MHV-1 infection (104 PFU in 2 µl MEM, 1 µl /nostril). 

Controls were mice treated with vehicle. N=5-6 per group. F: Cell numbers in both the deep 

cervical lymph nodes and mediastinal lymph nodes 2 days after nasal infection. DCLN=deep 

cervical lymph nodes; MLN= mediastinal lymph nodes. **p<0.01, vs. controls in DCLN. N=3-4 

per group. G-L: nasal associated lymphoid tissue (NALT) was isolated microscopically in mice 

after MHV-1 nasal-only inoculation and controls. Cervical lymph nodes (CLN, including both 
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superficial and deep groups) were harvested as indicated. G: Histology and surgical isolation of 

the NALT. H: Increased expression of Ly6C in B cells in the NALT 12-15h after MHV-1 

intranasal inoculation. Cells analyzed were CD45+CD19+ cells. I and J: T/B ratio in the SCLN, 

DCLN and NALT after MHV-1 inoculation at the indicated time points.  Cells analyzed were 

CD45+ cells. **P<0.01 vs. 12h and 24h p.i. by ANOVA. N=5=7 per group. K: Reduced B cell 

numbers in the NALT 12h and 24h after MHV-1 inoculation. **P<0.01 vs. 12h and 24h p.i. by 

ANOVA. n=5-7. 

Figure S2.  A: Reduced T and B cell frequencies and increased Ly6C+ I.M. (inflammatory 

monocytes) in the lungs of mice after nasal-only inoculation. BALB/c mice were intranasally 

infected with MHV-1 (2 µl, 104 PFU). Their lungs were then analyzed on days 2 and 4 p.i.. The 

frequencies of Ly6C+ I.M., T cells and B cells were analyzed. **p<0.01, *p<0.05, vs. controls 

(day 0). n=3-5 per group. B and C: NK cell infiltration in the lungs after nasal-only inoculation. 

NK cells in the lungs of mice with nasal-only MHV-1 inoculation were analyzed using flow 

cytometry. B: flow cytometric plots at p.i. Day 0, 2, 4 and 20. C: NK cell frequency at days 0, 2, 

4 and 20 p.i. Data presented as % of CD45+ cells. n=3-10. D and E: MHV-JHM intranasal 

infection recruited Ly6C+ I.M. into the lungs. BALB/c mice were intranasally infected with 

MHV-JHM (2 µl, 3x103 PFU). Lungs were then analyzed on day 2 p.i. The frequencies of Ly6C+ 

I.M. were analyzed. * p<0.05, vs. controls. N=3 per group

Figure S3.   Ly6C+ I.M. (inflammatory monocytes) lung infiltration in unilaterally 

vagotomized mice. Mice were anesthetized using isoflurane. Unilateral vagotomy was 

performed. Mice were then intranasally treated with MHV-1 (2 µl, 104 PFU) 14 days 

later.  Ly6C+ I.M. infiltration in the lungs was analyzed and compared between the vagotomized 
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vs. sham-treated sides in the same animals.  Data were presented as % of the CD45+ cells in the 

lungs.  P>0.05. 	 
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