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Varicella-zoster virus (VZV) Q¥ i HERFEEORIDLHIC =S/ AL A ZH %
FALME VIV 7+ —hABELEEEHAIUTORREE .

1. VZVORZEICE-T 7+ —hAEED ROONI- Ml —b£2 0.5% =4/RL >
—PBS(+) TI59MEEETh-71-. 7+—HAFHEHEMCEBICHEETY, KESHBH
AR CEHRIRTREE e o fe. CORBEHICED 7+ — D AREABPEMB T THALLT
+—HAFE—H LT

2. EBICERAT 3 VIV REMAZERMICHERL THA-RMIECEREYT 2 L EER
HEFNICE > THELAET7r —hABOBIICEASACHFIBRFENRRO LML

3. RECIVESFAENALT+—HAKEF bR ELHIBME BRELTD 779 7%T
BonfiEE L —HL1.

DEDRKBEIV=FOLLRKICED 7T+r—hR FEEn VIV OREMATEE LTH
BT, EhHTHRTHDIENHIRALE.

COFFEEIEHA L TRENICRLMIFOEMERANLERICOVTHENL.

To establish a simple method for assay of VZV infectivity, a focus-specific
staining technique using nigrosin was examined. The results obtained were as
follows ;

1) A cell culture in which foci were formed by the infection of VZV was
overlaid with 0.5 % nigrosin in PBS(+) for 15 min. The foci were specifically
stained in black and readily observed by the naked eye. The number of foci at
5 days after infection agreed well with that counted in the light microscope
without staining.

2) When infected cells diluted multicatively were seeded onto monolayered
cell cultures, a linear relation between the number of cells seeded and that of

foci formed was clearly observed.
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3) The focus number assayed with this technique also agreed with the

number of plaques obtained with ordinary plaque titration technique which took

at least 9 days.

From these results, it was indicated that this simple nigrosin staining technique

was very suitable for the titration of this virus.

An application of this method

into the time-sequential analysis of infected cell number was described.
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VZV DR BT 5 REFMINTE L K% <
WX T AP, Tournier H¥% VZV 7
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7o, VIV o e ) 4 Vi3 GEfE T (DNA) & &t
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WAL Loy LREMEMECRERICHEIESZ L
Wiedh I L B VZV o &Rt b ie
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o, PBS (+) T1E¥EEH L TEBIZ 7 +
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2512 LT, 0.02 % rhtkdr®d iz i, Foff
DAL — K EJFHER M & R —TdHh - 7.

(iii) FEfapgs—Hondo H'™ o JEc ¥
7o NVAICERE LTI Y — P Mk 2 HD
IZ VZV Egeftiflaz 0.5 ml 40 L, 37°C 2 #
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Fig. 1. Optical micregraph of human em-
bryo fibroblasts infected with varicella-
zoster virus on 5 days. (Nigrosin stain-
ing.)
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Fig. 2. Nigrosin stained-foci after incubation at 37°C
for 5 days.
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BELTL 7 + — D AHDWAT 5 2 Lkl
STeDT, —EYO S RN ES e &
B EidTe. o TY R % B4 5 2%
B e, DBty = 2 ey viRE
0,5%, Y150 &Lz, =2r> VT
B IND 7 5+ — D AEAIIIIEL 3 H B
BERD BN D DM T DI A IRRI I E 12 2=
LU, 4 HAUBRCIEMAD 7 5 —HAD
FARXMKREL D, Flo=rmy vRETY
LYt A, S HECIE = vy viia 7 4
— AW AFEBHICKE e h BFICEHICE 7.
Fig.2ic =7 m > V3 LIERES HOV A b
ViEAR Y. A1 Fig. LR Lc7 #
—HA TS L, covA r VEICITEG
187D 7 4 — A ANFHUTE A, F/o =2 nm
v i Lo iR cY e 5 LAl >
—MIFRL, T~ D ANBRYE A EGE
INTET.

(2) =402 aICL2T7+r—hAED
B
(D) gy A AGBEHELY » — 2 AHDE
RICH T 7 4 — A APORERIZE L HEfE Y
ANABEHE 7 4 —h AHKOBFRAE LHN5
7o DI R F s 2 G IR A 5 B9 A R
L, BB 7+ —» A%AME Lz, Tablel i<
T DRER AT AR AL B 5 o fil
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Table 1. Focus number assayed by nigrosin

staining technique at various times
after infection.
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infected cells 3 ‘ 4 ‘ 5 ‘ 6
50 | 201 420
Exp.1{ 500 32 C 51 | 4
5000 | 5| 4
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P2 Noooo | 8 ‘ 5 | 4
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Fig. 3. Comparison between focus nu-
mber by nigrosin staining and light
microscopy
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Fig. 4. Time course of infected cell
number after infection

Table 2. Comparison between plaque and nigrosin stained-focus number

\ number of plaques

(PFU/ml) ‘ incubation time i nur(nl;)}?[rj/oélf)om ‘ incuba?iwoilﬂ time
Exp. 1 100 \ 13 days | 93 i 10 days
Exp. 2 119 9 days ‘ 147 ‘ 8 days
Exp. 3 : 52 ‘ 10 days ’ 53 1 7 days
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