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Detection of the Silkworm Nuclear Polyhedrosis Virus by Rapid Immuno
Paper Assay (RIPA).

Norio KoBAYASHI, Takafumi IKEGAMI

Summary

1. Rapid Immuno Paper Assay(RIPA)was a simple method for detection of the silkworm Nuclear

Polyhedrosis Virus(NPV) from dead larval silkworms or pupa.

2. White latex beads were coated with Img/m¢ AntiNPV IgG, color latex beads were coated with
100 ¢ g/m£ IgG. Polyclonal AntiNPV, and monoclonal antibodies against NPV polyhedrin could be

used for latex coating.

3. The protocol was done at room temperature, the sample was ground down with distilled water

and diluted with detection buffer at 10 to 100 times. After 1 to 2 hours, the color latex was diluted

with the same volume as each sample. After 1 hour, the filter paper strip was dipped in the mixture.

When the protocol was taken at 38 °C, it saved detection time.

4. RIPA could still detect a Nuclear Polyhedrosis laval sample dilluted 640 times.
5. When NPV was infected into 3rd stage laval silkworms, NPV could be detected after 66 hours of

infection.

1. &

]

BOE O BREF L AKRPHEED o TEB %R
5-THD, NHEOEDPESEOETEBOTL
5. k1, MRELAKKELIMOBRTHRELTS
D, DANRFICL A HBRRBERHICEANLHEL
BZTw3, BEVANVRRBRO 2% BAEEEE
TRERSIWVANEILEES & & 5 MEFNEER
BEEXEHELTWS, LIL, BEBFOKRES Tt
BREOREENRELTHEREREH LV T ZMN
B2 IE&08, HEMERLLD, REPAEAL
RI/DBEHEL T3S,

—%h, YU ANV ZAOREEE U THREBE SR
T RIPA) HBAFE S h, BFEPIEFHRE EDY 1 IV K

EEHBEIIBETE 2 LI TS, Jhidfik
BIFERS T v 7 REAKECEEL, HABESR
ST v/ AEBRERBOREGKEBEMSET, »#KE
THIFENAERIEZ1TS FHETH B (5) 7 A1V ZHED
HhiE, RS T v/ REZ@EELIMBRERS T v
RN PRICET Y, EHRICARTHET S S
EMTED, TNEBYANVARBREICESTE NI,
BERESHEY AV AEORAEETE L TERRIC
BALTHIENTE S, MNI@RZDFETE AL
AROBRMERS I EZ B, BREBLKYAILZ
FVIZ DO TRBRENEETH - 72, BEAERY
A WX (NPV) IR TE LA M o EBRTUN B,

EFEIRIPAR LA G UBHEZAKE ALK
HeoERLERRL, ETOMREBLOTHRET



INRRIFRE D - B GIE A MR R (RIPA) I & 5 B AATE DRk 51

5,

kb, I OFRBILFK 99~11FEEHE firhig s AL
FIEEHEE [KHEEESRE WG L BEEOERE
BEEHEENOMEY] 0o—ELTERLALLOTSH
5o

I. HEsLUAE

RIPA 384 (2) DFIEICHEL TIT » 72 B AKR
BREY LV TMCUTNPVOREERS L EZ S, £
CBHTEROWD, RSB EaTHERT T v
720Ny RIARHBT, RESREFEECALET
Hoto UHL, THICHBZRIGN Y FABRT S
BANRHBEEDD, HE—EDEMLTIINPVORE
DERETH B EEX, ZOF&MOEHEFLIT, RIPA
12k 5 NPVIEH A ERRET LT,

1. 559 9 XOMERIERE

NPV ERRFE, S 2 AL 7o hY, N KAvE CARBY
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EPVPOEEFNTWAEBEICDOANY FHBhT, B
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£2 BERABERORMLIRIGHER

HRIERBRER EBST v 7 K &I
L
2-ME(%) BSA(%) PVPAO(%) EDTA(mM) BSA(%) PVP(%)

0.1 0 +

0.1 0.1 0.15 10
0 0.2 +
01 0 +

0.1 0.1 0.15 0
0 0.2 +
0.1 0 -

0.1 0.1 0 10
0 0.2 +
0.1 0 +

0.1 0 0.15 10
0 0.2 +
0.1 0 -

0 0.1 0.15 10
0 02 ~
0.1 0 -

0.1 0.1 0 0
0 0.2 -
0.1 0 +

0.1 0 0.15 0
0 0.2 +
0.1 0 -

0.1 0 0 10
0 0.2 +
0.1 0 -

0.1 0 0 0
0 0.2 -
0.1 0 -

0 0 015 0
0 0.2 -
01 0 -

0 0 0 10
0 0.2 -
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POV EFRUTBRERELXRA L EC 5,
10~160 fEFH/IT/ Y KRB BN, 64015 TR
THHITE 2548 bH -7, 40 7V 1I04ZHKITEREND
bOTH -7, BRERKRICEEEEA B Liduh
271,

NPV etk ic it alpEic S 2 BRI A /A Lo & C
5, RIPATIIRERRSE 2BRE TRV 58T
I 1o, G6BRETRRINT 5 2 ENTE L, R
MO, ELISATHEZRALEZ A, FHEOKRE
BRTH -7 (£3).

WTIERY 7V 34 EE 2BETICHRA L TEYR

%3 NPVEREE) S OREEL

EBET-70 &I A, RTOEMNRERK L NPVAREREIH
oo COFRBEELISATRIEILcEZ A, 3BEIS
NPV & 7o, RIPATIZ 21 Eh ogilid a2 &
NT&, UL, ELISA TOWRNE & RIPA TORK
HEREB—FOBANRR SN - 12,

BROBEBENIHY@ k% BPBRE L THE
L& lh, BRaP4RSAKIEADOhI, 0
4EHS5IE MO, RIPATH NPV & hiz, &
o, EYRETEINUAD 451 S b NPV &
iz (F4)o SO EDS, RIPAOREREIRAY
KIS TITON T B MOEERSETH S - &M
B ST - 72,

£4 /BETREOEBRBREH © ORFMRL

; BEICLS ELISA

EE3E AN SEIRE MO I RIPA
0 - - 0.050 -
18 - - 0.060 -
42 - - 0.045 -
66 + + 0.627 +
90 + + 1.784 +

ELISA B K5 : X, = 0.089

BiEICLD  EPRE

B No BREERE 2BE 05 MO & RIPA
1 - 0 - -
2 + 10 + +
3 - 1 - -
4 + 10 + +
5 - 0 - -
6 - 0 - -
7 - 2 - -
8 - 0 - -
9 - 0 - -
10 - 1 - -
11 + 10 + +
12 - 1 - -
13 + 10 + +
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BRE FIAR T
2-ME 0.1%
PVP40 0.2%
EDTA- 2Na 10mM

0. IMY > ERREEWRPHT. 0
(0. 02%NaN3 %)

D REZERL TRERRERTIO~100FCHRL, BRT2RHB<.
D YITNE0RERTT YV ABEFREGL. 1HEMSB<,
3) A#EE0.3~0.5cm< S5VRLTHRILT 3,

BEAIT VI AFRE
PVYP40 0.2%

0. 1MV > AR #pHT. 0
(0. 02%NaN3 =)

B2 RIPAICKZBEZMAIHEY A N AREFEOFIR

RIPAT NPV A1 H 4 28103, it 1 )L X EHBE
TEFIEEx 20T HAL TIRETE S, BEFIE
DRTy TIL—EORFBEME AN S Z & THRILTEE
IS B 2 ERPFONITH - 1, ZOFLERMIZ, FiE
LD 3BCITMBT S ETEMBTE, £, BHED
HFUTNEFO—BENTHOBRBEEITHIZETHA
{T&3, UL, Y7 NE50CT305, £/id1
SEEHRTEENY FRBEALBIEEI EDS, H U
TNHOM SN OBERED RGBS U T % Ak
b5b, COERAEHSMTHIE, REEEIARE
WY TN THRELTEBHICRE TS &8
bh30T, SHBHLTH &0,

BHoLRIEGHRMTRUmE,r oY 7Y L 7%
T, YRR oA SN mEic L 2FE Y AL
AROBE THRFREMROLIBIZDED TS, Y
B CIRIIERE BT 2 MEE RS 5100, £/
Jo—FIHiEORBICI A TE A, fERILL.
€/ 70—+ VHEREBRES REERETITbh T
SZMOMBICEBERATERVLES SMEAAZ T,
E/ 70— F VHUKEIE A T & % ELISA RE etk
KEABREFHEBEALEL SN, ERIGEHET
DEERM OB B ORERF], Y ToESiitkoH
B, HEEHEERT S L, SRIAG~OHEAZESE
EBbhi, 40, RIPARERBREICERLT 5124

12T, B/ 70—+ VKR EERTXAZEXHEHS
MW -7cDT, COFEELERBFICHBAT L&
T, BRBEOBRILERSZ EEbIT, £/ 70—F
WHEROFEAERZ ZE0TE B, F/, FEHESRK
BICHAR TR ORBIC b MV A TE (1)
A, ThERIPAICERTENE, PUARASICET 2
Bex SPEARRT LI ENTEBDT, SHOBRE
E L7,
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1. B AR (RIPA) 1T, ~WFEERE Y o #ih
OB IRIE TR S AR 7 1 VX (NPV) ikl
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2. JUNPVHUERR, A5 7 v 7 ZiZHUE Img/ml T
HBS T v 7 RICHUK 100 ugml TRAEL e 57 v
7 ZICRAET APURIC i mEDR, FAREARYUARY
VIEHTBE ) 70— F P MMERTE 12,

3. ERTHREETHIBEIROFIETIT- 1t K
ZHEBKTERL, BEREEIR T 10~100f5<HTL
T1-2BHE L1z, FRUARABEEROFZRS 7
v 7 ZAEREL, 1KRHEBICAKER L THRE LK,
REA38CTIT) &, REMBEERTE,

4. RIPAZ NPVERGAEHFE 640F5ICHIL T bl
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BRETETULN66BRTHRETS 72,
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