Sustained elevation of NF-kB activity sensitizes offspring of maternal
inflammation to hypertension via impairing PGC-1a recovery
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Supplementary Figures and Figure Legend
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Supplemental Fig. S1. Effects of DOCA-salt treatment on superior mesenteric arteries in
adult offspring of LPS-treated mothers. Offspring were treated as described in Fig. 1a and
HE staining of superior mesenteric arteries were shown. The arrow direction represents

endothelium and representative pictures from each group were shown. n=6 for each group.
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Supplemental Fig. S2. The mRNA expression of NADPH oxidase subunits and
antioxidant—related genes in adult offspring of LPS-treated mothers after 4 weeks of
DOCA-salt treatment. (a) and (b) Offspring were treated as described in Fig.1a and the
MRNA levels of various subunits of NADPH oxidase (a) and antioxidant-related genes (b) in
thoracic aortas were determined by real-time RT-PCR. g-actin was taken as internal control.

Error bar represents S.E.M. n=6-7 for each group in (a) and (b).
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Supplemental Fig. S3 Antioxidant NAC prevents vascular damage in thoracic aortas of
offspring that received prenatal exposure to LPS after 4 weeks of DOCA-salt treatment.
(a) HE staining of thoracic aortas and representative pictures from each group were shown in
Fig. 3b and the values of vascular wall thickness, cross sectional area and wall:lumen ratio
were quantified using NIS-Elements BR software. (b) Immunofluorescence staining of the p-
eNOS®™177 and eNOS protein levels and representative pictures from each group were shown
in Fig.3c and the value of fluorescence was quantified using Image J software. Error bar
represents S.E.M. *P<0.05 denotes the statistical comparison between the two marked

treatment groups. n=6 per group. Two-way ANOVA.


javascript:void(0);
javascript:void(0);

| - e e |0-p38 MAPK
| — — — w |3-actin

=== "
b-“{ﬁ-actin

| e S P-NK
‘ -—_-|B-actin
PG S o
& O 5 ®)
cP on N3 gx(b
P N
5 E con+Ve B Con+DOCA
§1.4 - M LPS+Ve MLPS+DOCA
3.1.2 -
®1.0 A
£
©0.8 -
o
506 -
S04 A
§0.2 :
0.0
&
5 & q
fb s
ps) Q
q

Supplemental Fig. S4. The MAPK signaling was not changed after 4 weeks of DOCA-salt
treatment in adult offspring of LPS-treated mothers. Offspring were treated as described in
Fig. 1la and the phosphorylation levels of anti-p-p38 MAPK, p-ERK1/2 and p-JNK in
thoracic aortas were assessed by immunoblotting after 4 weeks of DOCA-salt treatment.
Representative plots in each group and statistical data of relative densitometry, normalized by

[-actin, were shown. n=6 per group.
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Supplemental Fig. S5. Prenatal exposure to LPS results in increased inflammatory factors in

thoracic aortas of offspring after 4 weeks of DOCA-salt treatment. (a) Offspring were treated

as described in Fig.1a and the mRNA levels of Icam1, Vcam1l, 1l11b, 116 and Tnf-« in thoracic

aortas were determined by real-time RT-PCR. f-actin was taken as internal control. n =6 - 7

per group. (b) Offspring were treated as described in Fig.1a and the protein expression levels

of ICAM-1 and VCAM-1 in thoracic aortas were determined by immunoblotting in control and

adult offspring of LPS-treated mothers after 4 weeks of DOCA-salt treatment. Representative

plots in each group (left panel) and statistical data of relative densitometry, normalized by -

actin (right panel), were shown. n = 6 per group. Error bar represents S.E.M. *P<0.05 denotes

the statistical comparison between the two marked treatment groups, respectively. Two-way

ANOVA.



Table S1. Primers for real time RT-PCR

Gene Forward primer (5°-3°) Reverse primer (5°-37)

symbol

Sod1! TGTGTCCATTGAAGATCGTGTGA | TCTTGTTTCTCGTGGACCACC
Sod2! TTAACGCGCAGATCATGCA CCTCGGTGACGTTCAGATTGT
Sod3 TTCCCAGACACCTCAATCGC TCTGTGGAGTGCATAGGTGTG
Hmox12 TCTATCGTGCTCGCATGAAC CAGCTCCTCAAACAGCTCAA
Ucp2 GAGAGTCAAGG GCTAGCGC GCTTCGACAGTGCTCTGGTA
p22-ph0X3 TGGCCTGATCCTCATCACAG AGGCACGGACAGCAGTAAGT
p47phox3 TCACCGAGATCTACGAGTTC TCCCATGAGGCTGTTGAAGT
p67phox GCTTCGGAACATGGTGTCTAAGA | AGGGTCAGGCAGTAGTTTTTCACTTG
(Ncf2)!

Nox1* CTTCCTCACTGGCTGGGATA CGACAGCATTTGCGCAGGCT
Nox2 GGAGTGGTGTGTGAATGC TTTGGTGGAGGATGTGATGA
Nox4° ACAGTCCTGGCTTACCTTCG TTCTGGGATCCTCATTCTGG
Catalase AAACCCGATGTCCTGACCAC CCTTTGCCTTGGAGTATCTGG
(Cat)

Gpx1 TCGAACCCGATATAGAAGCCC CACCAAGCCCAGATACCAGG
Prdx3 GAAGGTTGCTCTGGTCCTCG CAGCAGGGGTGTGGAATGAA
Prdx5 AGCTGAGGTTTTGCGTCCTA GGTGTCTCCCACCTTGATCG
Icaml CTTTGCCCTGGTCCTCCAAT GTCTTCCCCAATGTCGCTCA




Vcaml ACAAGGCTACATGAGGGTGC AACGGAATCCCCAACCTGTG
Tnf-a (Tnf) | CAAGGCTGCCCCGACTATGTGC TTGATGGCGGAGAGGAGGCTGAC
I11b AAGCTGTCTTCAGGCCAACA CCCGTAGGGCGATTACAGTC
116 CTTCCAGCCAGTTGCCTTCTTG GTCTGTTGTGGGTGGTATCCTC
fS-actin GACGTTGACATCCGTAAAGACC TAGGA GCCAGGGCAGTAATCT
(Actb)
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