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Time course of IL -19 and related factors expression in rat experimental

autoimmune myocarditis
CHANG He, WU Liang’an, LI Gang, WU Weiyin, WANG Yan
Department of Cardiology, Zhongshan Hospital, Xiamen University, Xiamen 361004, China

[Abstract] We aim to explore the time course of IL-19 and its related factors expression in rat experimental
autoimmune myocarditis (EAM). The EAM model was constructed and the degree of myocardium injury at acute
phase and chronic phase of EAM (normal, 3 weeks, 3 months, 6 months) was evaluated by histopathology. The
mRNA expressions of IL-19 and related factors in different tissues (heart, liver, spleen, kidney) and different time
course of heart tissue (normal, 3 week, 3 months, 6 months) from EAM rats were determined by quantitative real—
time RT-PCR. Furthermore, time course of IL-19 and IL-20 protein expression of heart tissue homogenate from
EAM were determined by ELISA. The results indicated at acute phase EAM of week 3, the 1L.-19, 11.-20 and IL-
20R2 mRNA mainly expressed in heart, while IL-20R1 mainly expressed in kidney. At chronic phase EAM of
month 3, IL-19 mainly expressed in spleen, IL-20 expressed in liver and spleen, IL-20R1 expressed in kidney,
while IL-20R2 mainly expressed in heart. The time course showed that IL—-19 and its receptors complex were
mainly expressed at the acute phase EAM of week 3, while IL-20 mainly expressed at the chronic phase EAM of
month 3. The expressions of 1L.—19 and IL-20 protein in heart tissue were corresponded to gene expression. This
study might prove that IL-19 and related factors are involvement in the pathologyical process of EAM, and 1L-19
may play an important role in acute phase of EAM rats.

[Key words] 11.-19; I1.-19 related factors; Experimental autoimmune myocarditis

(autoimmune myocarditis), , ) N
, T ° N
: (2010J01238) s ’
:361004, ( (experimental autoimmune
, 361005, ..
) ( myocarditis, EAM) M,
);350108 s ( )
* : ,E-mail: wy@medmail.com.cn ’

A , o


https://core.ac.uk/display/41358517?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1

- 30 - 2012 1 28 1

IMMUNOLOGICAL JOURNAL Vol.28 No.l Jan.2012

(EAM) T
@, EAM
Bl I1~10
-
10 B : ,
DC T “IL-
19 IL-10 sl
IL-20R 1/IL—20R2
, 11.-20 I1.-24 6. 11~10
EAM . TL-19 .-
10 EAM
, EAM .
IL-19
1 IL-19

Tab 1 Primers for real time RT-PCR of 1L-19 and related factors

1
1.1 8 Lewis 20
180~220 ¢,
[ SCXK( )2002-003],
1.2 (Sigma
);H37Ra (Difco USA) ;Trizol
(Invitrogen USA); RevertAid First

Strand ¢DNA kit (Fermentas USA);RT —-PCR
Dream Taq Green PCR master mix (Fermentas USA);
SYBR Premix Ex Taq/( )3
( 1, ) shuman I1L.-19, human IL-
20 ELISA (R&D,USA);C1000
PCR  (BIO-RAD,USA);7500 PCR
(ABI,USA);iMARK (BIO-RAD,USA)

Gene Sense primer Antisense primer
IL-10 5°— gccaagectigtcagaaatga—3’ 5’—tcccagggaattcaaatgat -3’
IL-19 5’ —ctgggcatggtgttegtict -3’ 5’ —caggttgttggtcacgeagea -3’
1L-20 5’ —cttaggaagttgegtgaacac -3’ 5’ —caaaggcaagacgaaage -3’
IL-20R1 5’ - aagtccatctetattgeectga—3’ 5’ - ccagtgtgetgttggtgatac—3’
IL-20R2 5’ catgtggtttttctacageatga—3’ 5’ - tggttgaccgtacagagaagttt—3’
GAPDH 5’ —atcaccatcttccaggagega -3’ 5’ —agccttetecatggtggtegga -3
13 0.3 mol/L , Image Pro Plus image (Media
KCI 10 mg/ml, Cybernetics Inc, Silver Spring, MD, USA),
H37Ra , 1.6 RT-PCR IL-19
o mRNA EAM 3w.3m
14 EAM 1) : R . . ,  EAM normal |
20 4. (normal), 3y 3, 6m , Trizol RNA,
EAM (3w 3m,6m), 5 02) Revert Aid First Strand ¢cDNA kit
: EAM ¢DNA (2 pg/20 pl), RT-PCR
. IL-19 IL-10
,0.1 ml/ 0d; ’ -10 EAM
r ’ (s ) O3W ~ mRNA mRNA ,
3m 6m ’ ’ / I1-19 EAM
, 5 mm C10% mRNA mRNA o
, . H&E 1.7 ELISA IL-19 1IL-20
Masson EAM (normal 3w .3m ,6m)
) 100 mg , 1 ml RIPA
5 200 (1 mmol/L. PMSF) ,

171

s 30 min,4 C 16 000 v/min
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15 min , BCA 3w (24.13 £6.118, vs normal group, P<0.01),
; ELISA , (3m .6m)
IL-19 .1L-20 ( ¢ 3
0.99), a L8 -
=
1.8 + 26
, Graph Pad Prism 5 Eo
,P<0.05 . ~ 4]
2 £2]
2.1 EAM H&E 0° normal 3w 3m 6m
( 1a~d) Masson ( 1e~h) ,EAM b < 507 o
3w é 201 wEE
, ;3m .
’ ;6m E ‘ *E%
£ 201
’ o %
JEAM 3w =1
/ (mg/g) [3w (6'284i 0 normal 3w 3m 6m
04288) normal group (28901008821)’P<0001 = a) EAM rats heartbbody weights. b) EAM rats collagen volume
5] ,3m 6m [31’[1 (3727101665), fraction. Rats were killed on EAM of week 3, month 3, and month 6.

6m (3.117 £0.09178) normal group (2.890 +

The heart weight without atria and the body weight were measured, and

the ratio of heart weight to body weight (mg/g) was calculated. n = 5.

008821) , n=5]o EAM ) ##4kP < 0.001, vs normal group.
3w [3w (12.93£1.293)% S B /
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a—d) H&E staining; e—h) Masson staining. Ten percent formalin— 4
fixed and paraffin —embedded hearts were cut into three 4 —pm —thick % 204
transverse sections for HE and Masson stain. Blue reflects the intensity <Z<
of fibrosis in the cardiac tissue. Increased fibrosis was observed in the ‘:é
EAM of month 3 and month 6 rats. o 104
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Fig 1 Histopathological demonstration in heart of EAM rats(10x10) o normal 3w 3Im 6m
2.2 IL-10 EAM ##P<0.01, vs normal group.
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H EAM 3m IL-10 Fig3 Expression of IL-10 in different tissues (heart, liver, spleen,
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rt of EAM rats at different time courses ()
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a) I1L-19; b) IL-20; ¢) IL-20R1; d) IL-20R2.
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Fig4 The expressions of [L-19 and related factors in different

tissues (heart liver, spleen, and kidney) of EAM rats

EAM 3w 3m
)  mRNA

a) IL-19; b) 1L-20; ¢) IL-20R1; d) IL-20R2. n = 5. *P< 0.05,
##P<0.01,***P< 0.001, vs normal group.
5 1L-19 EAM

Fig 5 Time course of IL.-19 and related cytokines expression
in EAM rats
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a) The expression of IL—-19 protein in heart tissue homogenate
significantly elevated at EAM of week 3. b) The expression of 1L.-20
protein in heart tissue homogenate significantly elevated at EAM
month 3. n = 5.%P < 0.05, vs normal group.
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Fig 6 The expressions of [1.-19 and I1L-20 protein in heart

tissue homogenate
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