& cnimals MoPY
Supplementary Materials: Implication of
Polyhistidine, a Novel Apoptosis Inhibitor, in
Inhibiting Lipopolysaccharide-Induced Apoptosis in
Boar Sperm

Tianzeng Song'? Yi Shi’, Yangang Wang?, Izhar Hyder Qazi'?, Christiana Angel*5, Ming Zhang*

1

College of Animal Science & Technology, Sichuan Agricultural University, Chengdu 611130, China;
songtianzeng@china.com.cn (S.T.); shiyi9005@163.com (Y. S.); idsuperwang@sina.com (Y. W.);
vetdr_izhar@yahoo.com (I.H.Q); zhangming@sicau.edu.cn (M. Z.)

Institute of Animal Science, Tibet Academy of Agricultural and Animal Husbandry Science, Lhasa 850009,
China

Department of Veterinary Anatomy & Histology, Shaheed Benazir Bhutto University of Veterinary and
Animal Sciences, Sakrand 67210, Pakistan

Department of Veterinary Parasitology, College of Veterinary Medicine, Sichuan Agricultural University,
Chengdu 611130, China; qazi5502@yahoo.com

Department of Veterinary Parasitology, Faculty of Veterinary Sciences, Shaheed Benazir Bhutto University
of Veterinary and Animal Sciences, Sakrand 67210, Pakistan

Correspondence: zhangming@sicau.edu.cn

Animals 2019, 9, x; doi: www.mdpi.com/journal/animals



Animals 2019, 9, x

20f2

A
—_ 40' = C C
< I7P%: be <k bkl e
S 30 bbb ab 0o
K=l ab 1.ab a ab ’
s @ lug/mL
n 207 g 0O 10ug/mL
‘B | @ 100ug/mL
‘fs’. o ’—l—l 0 Img/mL
o
= 0 T T )
< 0 6 12 24 48 (h)
B Storage time (h)
& Pare
S 607
= ao
; 1 @ 1pug/mL
§ 30 1 O 10ug/mL
3 b b @ 100ug/mL
é‘ 1 n Mmad 0 lmg/mL
0- i _
0 3 6 12 24 (h
C Incubating time (h)
391 17°C na
<304 13 :
o na
= 254 b
= b
= 204 b b by
'z 15{ T 0o
e 10 B 10pg/mL
& ] 3 100pg/mL
o 5- @ Img/mL
=y T - B 10mg/mL
pHis = —++++ =4+ ++ -+ +++ -+ 4+ ++
LPS = +++++ +++++ +4++++  +++++
0 6 12 24 48
D Storage time (h)
;\3 501 37°C
.2 40
= pa 0o
% W P B 10pg/mL
E7) | b b 3 100pg/mL
‘g‘_ - . b B Img/mL
8. 101 m I I ﬁ I iﬂ 2 10mg/mL
< ol : :
pHis - —++++ —++++ —++++ —++++
LPS - +++++ +++++ +++++ +++++
0 3 6 12 24

Incubation time (h)

Figure S1. The preliminary experiment for determining the dosage Lipopolysaccharide (LPS) and
Polyhistidine (pHis). A and C: Sperm apoptosis rate at 17 °C, B and D: Sperm apoptosis under 37 °C.
In C and D, sperm was pre-incubated in different dosage of pHis for 30 min, and then added 10
pg/mL of LPS. a, b, c means the significant difference within the same time-point. m, n, p, q indicates
the significant difference with time-course in 0 pg/mL of LPS (A and B) or 0 pg/mL of pHis (C and
D). The results suggested that 10 pug/mL of LPS and 100 pg/mL of pHis is the appropriate dosage. 100
pg/mL of pHis and 10 pg/mL of LPS.



