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Isolation and identification of viability
of Schistosoma japonicum eggs with high purity

ZHONG Zheng-rong, XU Yun-xia, GONG Ji-yong, LUO Qing-li, WEN Hui-qin, SONG Xiao-rong,SHEN Ji-long

(Laboratory o f Clinical Medicine , the First A f filiated Hospital of Bengbu Medical College , Bengbu 233004 ,China)

ABSTRACT : To modify the isolation methods of Schistosoma japonicum eggs with high purity and high biological activity,
the liver tissues from rabbits 6 weeks post-infection were homogenizated before the resulting suspensions were consecutively
fractional filtration. The filtrate was centrifuged, the supernatant fluid and tissue-containing layer thus produced were removed
and the lower, egg-containing layer was diluted in a small amount of 1. 2% saline and passed through a 325-mesh nylon net.
The crude eggs preparation collected from above the net were layered over a dilution of Percoll with a density of 1. 070 and cen-
trifuged at 3 000 r/min for 20 min, and then the purified eggs in lower layer were collected. Furthermore, the purity of the sep-
arated eggs was detected under light microscope, the viability was identified by staining with acridine orange dye and circumoval
precipitation test. The experiments had showed that about 1 gram eggs were recovered from a schistosoma-infected rabbit liver,
the purity of the egg population was substantially improved, and the rate of live and viable eggs was much greater than more
conventional filtration-centrifugation techniques. Therefore, the technique presented offers a simple and rapid method of obtai-
ning highly purified preparations of Schistosoma japonicum eggs. The isolated eggs maintain their morphological, functional,
and antigenic integrity. This method holds promise of being suitable for adaptation and expansion to a variety of experimental
purposes.

KEY WORDS: Schistosoma japonicum ; eggs; isolation; purification; viability

MR s R L The RHMA R EMFAZER  HFRIC RO LR RRHFF R A, sh, K

FEF 4 fk o 3 2 BRARAE i S e tE AR L (H2 1l
WS sk B9 B8O AL ) 75 SR AN T X I % HL 9 9 B0 AL

*EREAHFEL (No.8I07T1376); X MEK BT UAA¥ELE
AT H (No. KJ2011A205) ; & # 4 B £ % % 4 (No. 090413089)
# M # . 4 B % ,Email:zrzhong@126. com

EEBE: L SHAEBBEFRE -—HEBEERALR A, 518

233004
LEMABREFKE —MEBEERNZL AR, $8

233004
B.EMERAFNRELYFRFE . XREKELY ¥
ERERE LRAALHLERELLRE, AR

230032

BT R R, B AT % 0% F 8 — % Th2 820
ERR, N T Thl BYGREERNZ8 F89 B B %5
i T i L B S R A M B R I REBE R .
1 W% L 5P A S — T S R T Iz B T B AR A
FENT T AL R B A 7 R 4 BE RO e B 5T
WEREXEE., HATMWRIPE BT ERE .,
{H X 2677 5 48 A BB 1l W LB [l SR AR L B
F4 2 1 PR S B 09 28 BE AN T L B HL BB B A g 8
PERIK . b ASBIE TS AE LA AT AT 58 B A L, 6F o 1



210 oE AN S

B e iR

2012,28(3)

TN - G R Y TR A L 2 B S T (1 N

1 M5 FEE

.1 MRE 558 2 i Gl B A8 98 o W BE (H
A Olympus 24 7)) CHEUSFEHLC AR AR ) |
2 Tl fL A2 B A 5 B O] e 22 73 I 1) Percoll 4 fifg
W (£ Pharmacia 23 &) L0 BERE (£ EH Amer-
sco A H)) (NaClCH =23 fr 4l 5 v 22 KRRy B
WRER R A5 sh Py bl e W) iaR o 6T 82 0 F 7L
I I H A B A B T R

1.2 hi:

.21 W HUR G S P AR H A i R )
TR PHMEET IR T LSk, 25 C BB T 2 h
i e, MMM KRS . B 2= S8R
b AE A 58 T R, 10 BT P 25 K e ) B R
KT, LLESUKRIE M A RS 8T
Ho b AR 20 min, 5 Y H A i W U #1000
FIEATHIE R .

1.2.2 W B fERY R E
IR PR 25T 0 2% BT P 25 R e B B L 25 BRI
KA RS K 238 45 21 80, 8 T I0E 55 Bl i B, 14 20
BWEEPLP A 1.2% NaCl @ik & 1/2 &, 5%
K 2] 3K 1 min, FEE 5K 2 K. BIK 30~60 s,
W) B 3~5 min, DA BE o & . B 20 38 o K
X2k 80,120,200 H & i » 2 05 R B 1. 220 &5
B3k K b Uk O s i 4R B BB W H SR DLRE 30 ~ 60
min, 5 F 3. FEINA — & 0 & B LK B A
F SR UTTE Ja 37 L0 s S B U0 UE ) 08 5 3 8 5 0
B 2 000 r/min B0, KB LR RIKMAL R
REAKESHE R H L 2XSBhKkERH &
B OE R AR, EE &L FK R 2R
{f§ Hx #HJJJE }.EH’JEEED Jj: 325 a#nn'ﬁ]&*
L BR Al /N 25k i L WA L L ER

6~7 w,

1.2.3 MmO aifh %88 Percoll iX7] 156 B
el % BE 1. 070 i) Percoll 43 853, in A 3% 55 i 4 b
JEC B K b A Wi S Y 1 W s B A B R K (0. 9%
NaCD) & & . T Percoll & I 2.3 000 r/min. &.[»
20 min JF ., /N0 W B A B IC T2 0P 2. B
1.2% NaCl $&% 3 % H .

1.2.4 WBgREYe e AERCDF LR Al iy 2180 . om
A 0.5~1.0 mL 0,01 %0 BB IE IR P55, & 37°C
AN B 2 h, H] pH7. 4 PBS PR3 PIIK G & 808
B L UL 7E 98O0 W s T WEE .,

1.2.5 FRRPIVE RS 7RI R L il g sk
3% 0 S LT PR FH 2 28 PR B 100~ 150 4> F it
HHEPORAEH 24 X 24mm SR E &, AKE H
g, B &b 37 CHEE 48 h, I il B T W %
ZER .

2 % R
2.1 SrEMaifeiy HA M 188 &1 EoR .
161 W M SRR e () SR 28 o B IS AR 1AL 2 g &
€ 04 1 W B P 1A . 28 % 25 B9 FF 5 0 O
50 3 B S ) I R L BRI A e AT AR T A K
HAE R M 44 i (E 1B) . i B Ik 223 Percoll
TR R R B0 Ak J Y i e R B A R A R T
D VR BB ) HUBR BR FE B 7 Ah L IR A A AR R E
2 (B 1C) . il HAX 98 e B, R % BE R 1,070 1Y
Percoll ¥ . 2815 16 B 2500 I« WO B B o B9 43 2K f /)
IS g
2.2 MWL ROPEZER IS MK E WY RE R Y B 45 R
SCCHE 2) B A o % s B AR S Ak R 8 AL 0k
Wt E T AR EAEEN.AEEN
DNA F1 RNA . 3 W 2t 58 A #9498 9 At o 45 U
LN o

E1 SEMmasBamkHRp

Fig. 1 Isolation and purification of Schistosoma japonicum eggs

A: Schistosoma japonicum eggs after isolation and purification. B: Schistosoma ja ponicum eggs passed through nylon ...

under light microscope (100 X). And the arrows indicate the cell debris and the impurity. C: Schistosoma ja ponicum egus after

purified with Percoll under light microscope (100X )
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Fig. 2 ldentification of nucleic acid viability of Schistosoma japonicum eggs with acridine orange staining

Upper row: Schistosoma ja ponicum eggs were almostly stained by acridine orange dye, 100X,

eggs was stained by acridine orange dye, 640 X, Left:

LLower row: Miracidium in

Green DNA in Schistosoma ja ponicum eggs. Mid: Red RNA in Schisto

soma japonicum eggs. Right: Merged image of the left and the middle
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Fig.3 Circumoval precipitation test for seceration and excre-
tion ability of Schistosoma japonicum eggs (all of eggs

were surrounded by immunocomplex, 400X )
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