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i E. B ArR 38R A TR R A2 b 4 dn 5% 63 (cluster of differentiation 63,CD63) 449 %
& Ak IR CD63 2T i UK LR o9 5 BT MNE . FFik 20 AR R AL 2T R 2E, S UMK S 58 T Rp
Z 28 A8 2R (4 CHE R 48 h) A AL (=20 CIEk 7 d) . RIAARA o iF iz 4t 3 KL =R R 30
BA M A AN 40 (hematoxylin—eosin, HE ) 2 &, | f. )% 2022405 J &  Western P i ik | B 5% 5 92 R
M £ (enzyme—linked immunosorbent assay, ELISA ) #= real—time RT—-PCR ¥ i 28 4% *F CD63 % & % CD63
mRNA 8 & X B, SR HEF E 4R 27, {3 SUMAK 5L 40 M 40 LU0 o KA, o8 B2 M 4 dm B 02 0

Western ¥p i % 4| 4*%41_'1‘ STHUIR F R R 4L 0P CD63 & & & ik & T 3 BB 4 (P<0.05) , &L Uik
FAMB A EF AL FEN, REMEAFLEE real-time RT-PCR % %Z\"JWe%teranllri‘: ER —
#H., ELISA# M 25 R 27, 5t BF 21 28 CD63 & & & A& & T AR 2L (P<0.05), £5i8 4k e TR
2822 F CD63 & G #2 CD63 mRNA £ X ¥ R3§5% . Zh4h P KA R A8 h A bk Td R #ra Lk 5iceg b &,

CD63 A 2 g i AR SE 58 T 09 5 B0 35 B 48 4%
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Expression of CD63 in Lung Tissue of Guinea Pigs Dying of Anaphylactic Shock
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Chang—liang, XU Guo—hui, ZHANG Guo—hua
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Abstract: Objective To study the protein expression of cluster of differentiation 63 (CD63) in lung
tissues of guinea pigs that died of anaphylactic shock and discuss the diagnostic value of CD63 for
death from anaphylactic shock. Methods Twenty guinea pigs were randomly divided into control
group, anaphylactic shock immediate death group, cold storage group (4°C for 48 h) and frozen group
(-=20°C for 7d). The animal model of guinea pigs that died of anaphylactic shock was established
with human mixed serum injection. The expression changes of CD63 protein and CD63 mRNA in
lung tissues were detected by hematoxylin—eosin (HE) staining, immunohistochemical staining, Western
blotting, enzyme—linked immunosorbent assay (ELISA) and real-time RT-PCR. Results HE staining re-
sults showed congestion, and edema of lung tissues, and eosinophil infiltration in the anaphylactic
shock groups. Western blotting analysis results showed that the expression of CD63 protein in the lung
tissues of guinea pigs that died of anaphylactic shock was significantly higher than that in the control
group (P<0.05). Comparison between the anaphylactic shock groups was made, and the differences
had no statistical significance. The results of immunohistochemical staining and real-time RT-PCR
were consistent with that of Western blotting. ELISA results showed that CD63 protein expression in
the immediate death group was higher than that in the control group (P<0.05). Conclusion The ex-
pression of CD63 protein and CD63 mRNA in the lung tissues of guinea pigs that died of anaphylac-
tic shock is significantly enhanced. Animal carcasses which were put in cold storage for 48h and fro-
zen for 7d do not affect the examination of the above indicators. CD63 protein is expected to be-
come an auxiliary diagnostic indicator of death from anaphylactic shock.
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b B IR SR I R DL B 2 — , R RIR,
JEH 25 ) i Bk B AR S BE TR L W T B R A
Yy o RO A i T RN ZH 2 3 2 A R R = R
ST T S R R R B AR SR A T R T B
E Y — KMERR o R AR 3 BOE R v e A= R LT, -
FMERA AT SE RIS WR PR AR BB AT 2 W ik B 4
N2 R BN Z —

W 1 L 200 i T o M R RE S rh R R A
YER o 04 Pt i 3% 63 (cluster of differentiation 63,
CD63) J2& — A U Y 355 58 3 5 R W 51 o 7R # Ak 114 T8 ik
PERL 20 M b, CD63 57 T 248 A P 43 W R S I, Y
IeE 5Z K Fee RIS J& , X 6 J5UkE 5 48 it fsE il & , CD63
59 2% T8 7 I ROUAE P 2 R T 1 O X A
i 2 SRR R IR, 7 2 BRI R 42 fie
Tk BN I R A A i R T 3R 5K 2 M AR PR AR
Yy, 41 CD13,CD45,CD63,CD69 . CD203¢ . CD107a Fl
CD164 45 &KW w EiR". Hrfr,CD63 Fl CD203c B
AN SR G T R 4 TS Ak Y B 2 AR AR Y. SANZ
SR 7 R A4 i e 2 M SR v R A 2 i
PTG Je CD63 235 1 2 8% M e B ¥ s o 7E gk
A 0B Wy i S e A 0 B R4 i CD63 A7
B T e iz 8, i, CD63 7 i U N H k&
FERIVE A 2

HBT, B N A0 i B R 58 CD63 1 3R 3k i 58 A
Jriy FR T 100 Y 1 i A 4 B A S 3 e %o e v
PR 58 B8 T2 WK BRB 4H 22 b CD63 1Y) 36 3k AT i 5%, >R
FHR A 103 T 55 8 S o B v R SE B8 12 K Bl 3l A
o W I8 AR RS - 21 (hematoxylin—eosin, HE ) %% {7,
WL il 20 ZUE 25 5 28 Ak, I SR i 20 A 2 g
Western E[1 30 15 1 fifg 16 62 928 W B I 5 (enzyme—linked
immunosorbent assay, ELISA ) & I fiffi 2 21+ CD63 &
H B 2 3518 B0, I 2K H real—time  RT—PCR A il fili 21
Z1CD63 mRNA )& KA1k, LA CD63 X i g 1k
RIEFET-HIZ WA

OBk

1.1 s ks94A

e BUAFE K R 20 1, #& BT it 250~300 g, 1t 1 b 5t
Y 3m AN\ A N R R IR 1R . R S sh W B AL 43
Sy X BEL it S PR TEAE T BY 20 20 VA ek 4L (4 °CIE i
48h) A TEAL(-20 CIE 7 d) , BE4H S R, ALK %
o[ B R R 2 sh A B 2% 51 S ke
1.2 X FIFRLEE

Ll =F B 4 SP A 58] &5 (SP-9001) /)N Bt B-
actin PL K (TA-09) 55 B 1 480 Ak 4 1 25 & 00 10 2E Bt
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G 1gG(ZB-2301) ¥ [ b s h A2 &My A W HE AR A
RN &), S bt CD63 Hi 1A (25682-1-AP) I [ 5l =
JiE A= 5 AR A BRZA ], Total RNA $#2EURA 7] (D9108) |
% 5615 & (RRO37A) 5 G bk i 9l i 1 il F) &
(RR820A) ¥J g [ &9 T8 (KE) A RAFA,
CD63 ELISA i 7] & (CSB-E14117r) Iy [ i1 A 36 4=
YT ARARA A,

7500 %1 52 1 %€ e a2 B PCRAX (€ AB A ) |
Tanon5500 fb.2% & V643 M1 R 58 ( g REERHE A PR~
F]) \TP600 # PCR Y ( H 4% TaKaRa /A & ) \ELX808 W
WA it B A (€ [ BioTek 23 7] ) \BG—verMINI 3 1 Hi
WAL (AL mt A A E ARG RA T BX41J62% B i
5% ( H A Olympus 2~ 7] ) \Motic Images Advanced 3.2
PG o BT R gt (BT 122 s B S R A PR A R o
1.3 EWH*E
1.3.1 shap B o 3 5 % bt

a2 SCHR[8]14) 7 3 3 57 Bl WA A 3ok Sk AR S A T
RO ZIZH ¥ 2 V8 VR4 30 0.5 mL IR A I il A A=
FRER K IARFR LY 12 10 76 B, 1 98 T K BUG 2 F 3
. WEMWIE2 G, 0N TR ARSI 1L,
Vi WU N, s GHFET o X BB AL LA L PR
KBRS MG, FHSAEE F VA AR FE . ¥ AL AT R
21 B A S8 A% % ) 43 0 T UK A 4 °CHA
48 h F-20 CYR VR 7 d Ja M rfife il . $RIUMTZH Y, 22 it
Al AU A A A A T HE e
G e A 2k 2 Y A il b i s 2 4088 75 4T R,
T Western EJ38 1 \ELISA .real-time RT-PCR ¥4 .
132 HE# &

KHMAR T 4% 2 HEP R4 CT [ 24h
Je HEAT K i B RS AL A S wm B A )
L HE G, 2 9 s RO gE .

133 fimMmibEie

K B8 00 R -E W R, bt CD63 — it
4CWE R, AL R ER GUi . Yl fi
b DL PR £ 2% v (phosphate  buffer saline, PBS) 1t
Pl (T L e B T g IR

L. FH Motic Images Advanced 3.2 F14 43 #1 & 4t
Xt CD63 Ha 38 4 4Lk 2 Y £ 1) Il 20 23 ) 7 A7 5%
£ A ALEF (x400) T X B 5K U Fr BEBLZE LS &b, 355
AT TET L DAY B 00 R e i L 1 A0 ) A58, BT
BIMEAE N £ D0 R i o 45 253 o
1.3.4 Western ¥F ifF 7%

& I 1l 2H 25 5 bR 7 FH 8 ok FF R (bicincho-
ninic acid, BCA) VLT E A Em . BEE SN, A
ZERFUY 6% EREZR th IR 2T, B A 100 °C4 & i
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5 min, LA 10% + o6 JE i 19 #9128 T s B9t e 25 e el 9k
(sodium dodecyl sulfate— polyacrylamide gel electro-
phoresis, SDS-PAGE ) [ 5 i HL UK 73 25 , 43 25 19 82 1
TR AL B B — 9 £ % (polyvinylidene difluoride,
PVDEF) B, 238 T I 5% BG4 H B A 2 h s A
JH & A m R A Tris 28 v 55 7% WK (Tris—buffered saline
tween , TBST) # B 09 —$1T , 4 Cal 7% (F B B2 1:500) 5
JHTBST ¥k i 3 K, 45 UK 5 min; JH TBST i B 19 B4R i
AL YT S5 A 0 1L 2E TS TG (R R JEE 1:5 000) 7 &
2 h; 4G & 61k 65, TanonS500 k2% % 6 43 HT &
SR 3T
1.3.5 ELISA #@]

T 74 i B 1) - 4% B8 ELISA 257 5 16 UH 5 1c 1 o

I il SV 1 mL Y% PBS Hh )3, -20 Cid
L, 2 52 VRl ORI U 400 I 4 3 A R O A 5 000X g
B30 5 min, B E G R 5 R AT 0 S 46 0 E ARG A
FLN AR S B R I RE AR 100 WL, 52 TR 20, 78 AR
W, 37 CIE 2 hs FFEWM BT, A v B ALINAEY
FARICPUA TAEW 100 wL, B OB ARG, 37 ClR &
Lh; 32 £ AL AWM, BT, BEAR 3 ¥R, 554K 2 min; 5 L
TR i A A P AR A0 2 R ER T AR 100 L, BB
B, 37 CIRLE 1hs 7 L ALK, JB T, BER 51k,
502 min; K7 A AL AR 4 ¥ 90 pLL, 37 C3EOL
0,20 min ; 4% 77 45 AL N2 1R W 50 L, 20k RN
5 min N FH AR ACAE 450 nm KT I 45 L Y D69 B2
(D). F|H Curve Expert 1.3 # 4 (www.curveexpert.
net) X &5 RPEAT oM, I AREAIRE .
1.3.6 real-time RT-PCR 42|

iz HA A 45 FH Total RNA $2 B 71 H2 i 41 40,
RNA, 57 ]IV e 5w 50 0K RNA SR S DNA

r
¢ \
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35019 cDNA 585 151 917 51 (CD63 1) L5 1 91°h
5'-ACAAGGTGAGGAGAGT-3", Fili 54 M 5'-ATA
CAGCAGGAGTCAGGAA-3" ; B—actin 1 [ #iF 51 ¥
5'-CTCACTCTCCACCTTCCA-3", Fiif 51 % 4 5'-CA
ACTGCTGTCACCTTCA-3") # 47 real-time RT-PCR.
I b2 2 iR G0 7E 7500 52 B 298 it
PCRALF #47 PCR Y™ 14 . 38 &l 4% Cofd (AACH 1)
J5 B3 % CD63 Fl B—actin i cDNA HIXF &4 .
1.4 SGritEabiE

G JE 4 2k 2 1k 0 A5 PH 4 41 L 4K Western E1 35
BTS2 IR FE A ELISA AG I FEAS ¢ B2 {H \real—time
RT-PCR £ I cDNA AH X} & {6 34 DL x+s 32w, ff H
GraphPad Prism 6.0 JF2E47 GE it 0 o 4% 3 #1
PEOR e 20 5 X B4 b, A R IR 2 5 28 0 W iff A7 4
Vs 45 1 Sk PR TE AL 21 1) e g, £ Tukey #6556 2817
Biitor . KK iE a=0.05,

2 45 R

21 BRREEMEARERTHRE

SRR B0 6 N TSR A LS 5 1 min 26847 6
PURR B PR URUE AR RO R E DY R AR S TE )
HB R & dt R /IME S 23T 1~5 min SET- . i
F B A DL I BRI Sk R0 4L SR i 45 2 B L4
B SRR o X B2 VR S AR HER K S T R R
22 HELBRENE

ot B2 K SR 20 2 40 52 S8 I 9 45 ) 35 A
Y0 TE) B TE 7, R LI s B B A L e PR TR AE T ED
ZI L YA JE AL VR 2L B4 K BT 2L 8L 38 ot A B 358
it 9 Jiss 7 K il v BE 1 284 il P A4 S A RE DN R
BE DY AR G R MR AN B = i (1T 1) o

i

AR B: L TR 2 405 C b AR D AR AL, AT Sk AR A AL
B 1 mEME HE 2 & 45 2 (x400)
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2.3 CDO3 RBA LU ZFLE

CD63 Vg by W& i P 7 200 i R0 IE A 200 B 1) 735 fh b =5
W, Y o 7 ) A6 T I K 200 i T ik o 4T i 45 4T
P, S A B X HE A ST [ J5R PN A 2 ek B P 4

: “h, #’.
v -

i
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i, AL B PR S B T SR A i 1) 5 7 18 A S A
OO R BRI , £ H B0 IR A1 2 (P<0.05) . 4%
Ao B PR O 28 i) B A 22 S T e R (P>
0.05,K12,% 1),

B2 MR A48 2% CD63 %97 21 274k 52 3 &, (x400)

x1 BERIELRCD63 AR L FEHEMARL

(n=5,x+s)
28 3 CREE YRR
Pop:i 2.8+1.9
3t 1= Bp Z) 11.0+3.8"
B3R, 13.0+4.2"
s 9.5+2.0"

E:1) 5 xR alkis, P<0.05,

2.4 FBALAHCD3EARIETTH

Western E[J 3l 75 25 S (/] 3, 32 2) R « K BT 41
Z1rp CDO3 25 H RIK K FAESE T BN 21 41 55 V2 VR 20 W ik
= T RR AL (P<0.05) 5 SE T BN ZI 41 5 ¥ i 41 72 TR 4L
HARBAKF R, 225 L1275 L (P>0.05) .

S 820 A AR

R iEIE

33000 CD63

1 2 3 4 5 [ 7 3
_ o

B3 BRAMAL CD63 Western ¥ i 46 M) 45 R

R2 BRMALCDO3EHN mRNA B RIZE

43000

(n=5,x+s)
28 3 CD63 % G CD63 mRNA
X+ & 1.00£0.14 1.00+0.19
58T %) 3.97+1.68" 19.74+1.36"
iR 3.06+0.54 24.99+3.67"
3 4.11£1.21" 20.12+4.44"

E. )54, P<0.05,

ELISA 60 45 8 7w « K BT 2 21 rp CD63 i 1 3%
KIKOEAEFET BN Z 20 R (11.19+1.79) pg/mg K} HE2H Ky
(7.29+0.48) pg/mg , FET~ B Z2H = F X% HE2H (P<0.05) .

2.5 FiZHZRH CD63 mRNA RiETH

JAK B 28 20 rh CD63 mRNA 2 35 /K - /£ 5L T~ I
AL VAL T URALE) T3 HR 41 (P<0.05) s 58T Bl
Z L5 AL V2 R AL CD63 mRNA 357K L4 22
G E X (P>0.05,K2).
3o i

7S S SR T 22 A TR L 75 A M B e
RyEseT-sh B R B Sy K B O AR
B ML 5 1 min 26 A7 5256 3 ) S04 S R Bl RV
EiH EING RPN E PPN R =5 ¥ 34 NN
i J A% A i AP AR S REIR BB T Uk i SR
Smin WALT: o fiff w1 UL A ST 7K i 4% % 5 2 2L
Mo Xof BRZH AR B K S To 5 R 8. HE Qo]
S B K 06 UL il 2 UK i, 38 vt 3 ke R il
2 2RI TR R A IR o N R OR DL A R
S B AR SE AU T B AR R R I ST

CDO3 Bl FR Sy 175 il 1A 4 G B £ 11 -3 (lysosomal -
associated membrane glycoprotein-3, LAMP-3) , /& —
AR 43 B S 53 000 fY 7Y K 5 758 5 18 A
CD63 B3 75 115 1 1) 8 B 1 7 2 i 36 1 ¢ 3k A, e 3%
IRAE ML/ INAR | PN B A b L 200 L L S 0 LA R b
L 20 JY 5 S TR R L 0 i s i S i )
R A 2 — , W R R s A7 B T e S Ry 12
W o 5% T I BRI 200 i 7 o R R T A 1 Y 3
WFFE 8 T A0 BERE G, 28 Bl A e =4t Y
WF5E 25 R IR W], CD63 5 411 5 20 I 1) PN 43 WA UKL A5
5K, X U W] CD63 L 3] AT LA Sy 201 i o i #) 1] 4% A
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Ao BRI, 5 A 5% 45 7 B R, A R T e
I 5 5 R T B BASURL (Y RN, O H CD63 1Y
VR AT B AR o SO W AORL A AC 3R . B R R 4
W LA 2 D e A TR A . PRSER B, I
6 AL 200 IR 11 CD63 ik B, A Itk , CD63 B ik
SRy 2 I B MR 2 LTS AL R AR T AR o X L A
650 i S C D63 114 2 15 175 150 T DF-Ak g a1 o 40 1) 3%
R

CD63 7E 45 5P TgE A 5 14 AE I 41 it iy i s 5
WU N R EEVEM . BRI A4S R, P IgE
PO N8 B 4 e fS I X A A AR A
BB TH (Y CD63 2 35 18 i, 1 WY AL 240 it Jd ks
F14) 2ok 2 40 A I P R 325 3 1) 40 e 1w, S5 4
JLRSE Rl A5 J , RS R P 3 2 9 I ) 3 AR CD63 11
FEIK 5 B UK 5 0 AH N, A SRR CD63 Sk A
BRI BUAE9E CD63 ZENE K4 i b i /EH |, & 81 CD63
R = IR 52 R P I O 4 ) B S S0 A . B
B 5P R K A0 M AE Bk = CD63 B H IS L F & B 1
B o BRI, Bt = CD63 1 3% FEAIK IgE 32 K Fee RIS T 119
R VR A A A 4 IS8 R, A 1 i A R 1 2 e
S, TE B CD63 X IgE 415 9 JIE I 4t e J5d F0kr 0 4at
ORI, X AE R MR A A
S5 B I B T 200 I SRS SR CD63 2% A A A v
SRR R, IS AR R KO B A G

A 5 380 5 % o AP PR o B T R R 2 2 £
P 20 2 Ak 2 G €0 T BH M A M SO BB T o B, R I
HE ZH 045 ot B AR T 4 A i 20 2 P9 34 CD63 11 B A
FEIR Yt 0T 5 R, BH P 40 A 3 4 A T i)
FN o X EZEL 1) [ 1 A0 i sz e B A A 40 i A
KA A IE 5 T2 K Ay A o A6 T B 220 24 il 2 21
Hh CD63 FH 4= 4 1 14 B 928 2 204k 2 e £ %5 X6k B 2 Y i
TR, BE P 20 B A5t W] S 3 22 AR Sk g /b AT D
Jili 2 ZURT DL ok AT B2 Wi R X 5 R SR
FH 2 G 7 21 23 Ak 2 Yo €035 Fir L4 3] 199 3o i AR v
FE T B 20 2H K Ui 2H 2 v g P s 40 i CD63 2 H &
IR R 3G 22 () 45 A — 3. AR B SR XS 4 C2 i
48 h Fl1-20 C¥& U 7 d -AF A5 40 T WK B 51 AR v ot
T2l 41 21 rh CD63 48 1 1) #9241 234k 2 e 6 E A7 4G
A, I SR T IV 2 A 3T LA, & B3 R A R A7 2
X CD63 11 G e 2 24k 2% G £, e B 11 2 iR AR AL S AN
Ko BE—2 0 Western E[ 3 2 46, %2 BLAE T B %1
4 fii 2 21 CD63 4 11 3R 3k 5 T % B4, S e 41 44k
YA AR SE T X — a5 o YRR YR VR 4 i A 2
H1 CD63 [ Rk i 5 A0 T B 20 4 5% 22 S e 4e it
22 S, ELISA K & 30 A6 T B 1 41 fifi 4 21 CD63
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MR G o T A . AR R0 25 AR B 1 KF
FEArUE I T 3 B AR T Bl 41 4T CD63 A i I
HE— 2B UERA T 4 °C¥4 8 48 h Fl1-20 C¥ % 7 d A% FE 5
%+ CD63 25 RN ¥ A B 52 . 48 real—time RT-
PCR Kz 4% , & BRAET- RP ZI 21 Y& ek 4 ¥ 7R 2L il 2 21
CD63 mRNA Fik X F XK T 2065, 2 %A
Beitaf 2 S0, X AR UG SRR UER] T AR K Bk
BECE R 5 fili 2 20 b CD63 R P ARG I 205 SR 1 Bk 27 1k A e
bk, ABFR G RUESE T CD63 X i Stk Ak v (12 W
B R R FR 7B A R S B R e Y
B2 W HE b
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