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eSupplement 
Immunogenicity of LC16m8 Vaccine in Adults in Comparison With Past Experience in Children 
and With First-Generation Vaccines 

The proportion of clinical take for LC16m8 in adult primary vaccinees (94.4%) was not 
significantly different from that by LC16m8 vaccine in children (95.1%) (P=.20) and from that by 
Lister strains among Japanese children (93.7%) (P=.35).1 Our estimate was significantly lower than 
that by the Ikeda strain in Japanese children (99.1%) (P<.001)1 and by the New York City Board of 
Health (NYCBH) strain in adults (97.4%, which is the mean of 3 reports) (P<.001).2-4 The 
proportion of clinical take for LC16m8 in revaccinees was significantly lower than that of Dryvax 
(95.8%) (P<.001).3 
Comparison of Analysis of Serum Antibody Titers Between the LC16m8 and NYCBH (Dryvax) 

Serum samples were taken from second-round vaccinees. We evaluated the plaque-reduction 
neutralization titer to the NYCBH strain Dryvax (Wyeth, Madison, New Jersey) (PRNDryvax) to 
determine if the LC16m8 vaccine equivalently raised the neutralizing antibody titer compared with 
the conventional first-generation vaccine (Supplementary Table 1). Briefly, we prepared Dryvax in 
Vero E6 cells to serve as the reference virus. Serum-virus mixtures were neutralized for 18 hours, 
inoculated onto VeroE6 cell monolayers, adsorbed for 1 hour, and then incubated for 2 days, all at 
37°C under an atmosphere of 5% CO2. Titers less than 1:10 are expressed as 5 in the Dryvax assay. 

We compared postvaccination PRNLC16m8 and PRNDryvax titers using the paired t test. Although 
the titers of primary vaccinees to LC16m8 and to Dryvax are equivalent, among revaccinees the 
PRNLC16m8 titer was significantly higher than PRNDryvax titer in age group B (P=.005). The 
PRNDryvax titer was marginally higher than the PRNLC16m8 titer in age group C (P=.05) and 
significantly higher in age group D (P<.001). Because the levels of neutralizing antibody titer 
measured using different challenge viruses and methods are not comparable, and to consider the 
prevaccination titer, we further compared the prevaccination/postvaccination ratio of PRNLC16m8 and 
PRNDryvax titers. Log-transformed ratios of PRNLC16m8 and PRNDryvax titers from the same 
individuals were compared using paired t tests (Supplementary Table 2). Although the ratios did not 



significantly differ between age groups A, C, and D, the prevaccination/postvaccination ratio of the 
PRNLC16m8 titer was significantly higher than that of the PRNDryvax titer in age group B (P<.001). 
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Supplementary Table 1. Comparison of Prevaccination and Postvaccination Geometric Mean Titers (GMTs) and Percentage 
Seroconversion or Effective Boosting of PRNDryvax Titers by Age 

GMT (95% CI)a % Seroconversion or Effective Boosting 
Age Groupb Prevaccination P Valued Postvaccination P Valued No./Total (% [95% CI]) P Valued 
Primary/revaccinees       
Previously unvaccinated A 
(n=41)c 

5.1 (4.9-5.3) 90.1 (70.8-114.7) 40/41 (97.6 [92.8-100]) 

Previously vaccinated B-D 
(n=155) 

29.5 (24.7-35.2) <.001 163.2 (133.60-199.5) <.001 95/155 (61.3 [53.6-69.0]) <.001 

Revaccinees       
B (n=47) 16.8 (11.8-23.9) .04e 116.4 (77.8-174.2) .11e 33/47 (70.2 [57.1-83.3]) .42e 
C (n=45) 27.4 (20.2-37.3) .005f 180.7 (125.5-260.1) .74f 28/45 (62.2 [48.1-76.4]) .39f 
D (n=63) 47.2 (37.4-59.7) <.001g 195.4 (145.0-263.3) .04g 34/63 (54.0 [41.7-66.3]) .08g 
aGMT calculated as probit transform of the dilution ratio of serum (no unit). 
bSerum samples were taken from second-round vaccinees. 
cFour individuals without “take” were excluded. 
dP Value with the use of χ2 test 
e,f,gComparisons between (e) B and C, (f) C and D, and (g) B and D. 



 

Supplementary Table 2. Comparison of Prevaccination and Postvaccination Plaque-Reduction Neutralizing (PRN) Titer Ratio by Age 
and Vaccinia Strain Used in the PRN Test 

Geometric Mean of Prevaccination/Postvaccination 
PRN Titer Ratio Vaccination 

Status Age Groupa PRNLC16m8 Titer PRNDryvax Titer P Valuec 
Primary vaccinees A (n=41)b 18.4 (11.2-30.2) 17.7 (13.8-22.6) .85 
Revaccinees B-D (n=155) 6.5 (5.2-8.2) 5.5 (4.6-6.7) .06 
Revaccinees B (n=47) 13.1 (8.4-20.5) 6.9 (4.9-9.8) <.001 
Revaccinees C (n=45) 6.8 (4.5-10.3) 6.6 (4.5-9.7) .84 
Revaccinees D (n=63) 3.8 (2.8-5.1) 4.1 (3.0-5.6) .46 
aSerum samples were taken from second-round vaccinees. 
bExcluded 4 individuals without clinical take. 
cCalculated using paired t test. 
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