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[bookmark: OLE_LINK107][bookmark: OLE_LINK3]Supplementary Fig. 1 Cloning, expression, purification, and evaluation of recombinant PcrV. a. pcrV gene sequence (885 bp) was was cloned from P. aeruginosa PAO1. Arrows: pcrV gene. b. Samples were resuspended in SDS loading buffer and boiled for 5 min. Lane 1, pellet of non-induced bacteria; lane 2, pellet of IPTG-induced bacteria; lane 3, purified rPcrV from Ni-NTA agarose column. Gel was stained with Coomassie Brilliant Blue R-250. Arrows: rPcrV protein. c. rPcrV expression was evaluated in vitro by Western blotting analysis. Lane M, standard size marker (kDa); lane1 cell lysis protein of BL21(pEASY-Blunt E1- pcrV); lane2 cell lysis protein of BL21(pEASY-Blunt E1). Arrows: rPcrV protein. 
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Supplementary Fig. 2 Characteristics of EPS301. a. Photo of lyophilized EPS301. b. Photo of EPS301 aqueous solution.
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Supplementary Fig. 3 Intranasal immunization adjuvanted with EPS301 provoked greater cellular immune responses. Mice (n = 3-5/group) were immunized (i.n.) twice 14 days apart with rPcrV, CTB+ rPcrV or EPS301@rPcrV, with animals receiving PBS served as controls. Vaccinated mice were sacrificed at 12 hours post-challenge on day 7 or day 112 after the second vaccination spleen tissue were prepared. Number of IFN-γ+ CD4+ T cells (a), IL-17A+ CD4+ T cells (b), IFN-γ+ γδ+ T cells (c) and IL-17A+ γδ+ T cells (d) in lung at 12 hours post-challenge on day 7 and day 112 after the second vaccination were estimated by intracellular cytokine. IFN-γ and IL-17 levels, determined by ELISA in a supernatant of spleen tissue homogenate were analyzed. The IFN-γ levels (e) and IL-17A levels (f) in lung at 12 hours post-challenge on day 7 and day 112 after the second vaccination were determined by ELISA. *p< 0.05; **p< 0.01; ***p< 0.001; ns, not significant.
15
image3.tiff
o

?‘66 ‘QGN x‘?o‘\‘ ‘?ON

<0 N
9 6’6@

o N N N
Q© ‘?d X‘?o‘ ‘Qc‘
O«% %,50\
<«

?%6 ‘?(;N x‘?d\‘ ‘?QN

\Z
o‘é’gbﬁ

a Spleen tissue cells analysis post challenge b
PBS rPcrV CTB+rPcrV EPS301@rPcrV PBS rPerV CTB+rPcrV EPS301@rPcrV
0.14 0.21 1.45 1.02 1.21 1.40 1.55 4.33
- — - el £ e °
1.34 1.41 1.50 1.62| & < 0.88 1.12 1.38 3.41| ¢
> 3 ~ 3
= e = X S N A\ : 2 = ; ~
LG N ([T 2o [N [ | [
CD4 CcD4
7 days 112 days 7 qus
- - o~ e - .
3 o8 %3 <8
28, by S g
£3 LS. P 33
S & o IS Z© 50
50 8 Qe o =y
30 20 25 . 30
€ c € c e € c
S 3 om E= =)
z3 ] z2 z3
o g 3 [:]
S N ) N N S N ) N N
o ‘?o‘“ X‘?G‘:l@‘?d o ‘?GN x@d\@‘?d o ‘?c};’(‘?d\‘ o o ‘?d\‘ x@d\@(?d
A Q A Q A Q ) Q
. 0(25'3 O?,?e'b g C e 0(89;5
PBS rPerV CTB+rPcrV EPS301@rPcrV PBS rPcrv CTB+rPcrV EPS301@rPcrV
0.1 0.13 0.19 0.14 0.43 0.49 0.58 0.77
['d 4
: ; L |5 cob )
T 7oy =1 O T °
0.08 0.09 0.13 011 ¢ < 0.12 0.17 0.15 0.53 |2,
iy R 3
z - - . T N N - - -« o~
TCRy/d TCRy/d
7 days 112days 7 days 112 days
Doy Do @ ™ Doy
. el ‘o —_— ‘< o 2
X S e < O <
I 2 =2 S&
Lo ) 40 SRS
»Egmn ué,gm Bzm »E)‘,Sm
30 3o 38 30
£ c = £ cw= s0. [==
R R §< 54"
“3 “3 *3 “3
o o o o o
S N N N =JFN] N N S N N N =] N N N
QO &?G‘%x &F @?d QO ‘?o‘?’x‘?o‘ @@0‘ Q© & . o @Qd Q© ‘?o‘@‘?d @‘\;o‘
S ot St S ot % ot
<« <« <« &«
e IFN-y(7 days) IFN-y(112 days) f IL-17A(7 days) IL-17A(112 days)
. T o -
[R— S—
o s (=2}
£ £
S S o
o o

S N N N
32 &4 o0

<O N
O




image1.tiff
rPcrV(31kDa)

pcrV(885bp)
C

rPcrV(31kDa)




image2.tiff
lyophilized EPS301 EPS301 aqueous solution





