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BIKE\'S JOURNAL

Letter 10 the Ediiors

A Study of Herpes Simplex Virus Infection of FL Cells Using Autoradio ra h *

Since Lipschiitz found intranuclcar inclusion I'Ddies in cells infected witlT ITer us
simplex virus, many cytochemicalstudies ITave lieen made on them. I, 2,3' Lelirun re-
potted the appearance or ITcrpes virtis antigeit in infected cells us intr fluorescent anti-
body staining, and considered the findinos corroborated cytochcmical studies 4)

Studies on other DNA type \, 11'uses havc licen made usin, autoradioora >IT ,. In
this laboratory the incorporation of H3-thymidine into the "B" t ,a inclusions of Jox
viruses ITas liceiT reported I^, Kato, / a/. 5,6)

This paper Is a I>reliminary I. eport of cytological charrues of FL cells alter he I pes
simplex virus infection, studied IJy autoradiouraph},.

A strain ( -: CG MiyanTa) of herpes sinTplex virus isolated nom a >allcnt o1T a FL
monola}, ci \-vas LISed 101 these experiments. 7, S ' h hacl IJecn serialIy >assaoed and when
the cytopathic effect on FL cells was advanced, the super Datant fluid of the culture
contained al)out 10s TclDsojml.

FL monola}, ers \\, CTe I, I'eparecl on 10 ;: 50 mm covei'slips in square Iul)CS. TITe
growlll medium \\, as composed o1'90 parts of Earle's salinc containing' (1.5 ci. cent
Iactallitiinin hydrolyzate and I O parts or Iiovine scruilT.

Trillated thymidine (4.4- CjmM) \\, as tised at a level o1' I 11Clinl. Thc initctcd
cells o1\ coverslips were \\, ashed witll saline, fixecl \\. illT In ethanol atncl dried. Auto-
radiogiaphic -stripjiing plate AR 10 (Kodak, Enp'land) \\, as applied ancl the d^ cover-
slips \\, ere stored in sealecl I)oxes in the dark Ibr one \-\, eek. Tl\eil the autor, dioora )!\s
were developed.

Foi. plating the virus, the growlll ITlediuitT front thc tune \\, illl a In on o1a\, ei' on a
coverslip, was replaccdl)y 2IT1101 virus samplc ancl tllc tubeinculiated at 37'Cich' I
hour' H3-thymidinein the itTedium was lull'oduced Ibr a duratioiT of 2 or 3 h I
various times alto. infection. At the end or the exposure penocl inc medium \vas re-
moved and the coverslips were \-\, ashed willl saline ancl fixed

As shown in Figs. I and 2 the distril)utioi} o1' silver grains \\, as chai'acteristic in
the infocted cells eveil in earlier' SLao'CS o1' inkction. TITe cells shown in these fluL!res
were exposed to the nlediunT containina H3-thymidine for' a duratioil of 31Tours in
the early stage after Infection.

Autoradiographs o1 control cells ITad cliffLtsely distributed silver 'rains in cor-
relation witlt the clTromation network in the nuclei, \\, bile inkcted cells showed con-
centrated incorporation of HB-thymidine which appeared like a rinu or an island of
silver grains in the nuclei 11\ autoradiouraphs.
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The infectecl cells \\, hiclT were exposed to H3-Ihymidine for. 21Tours Tour I}ours
after infection, showed 95 per cent incorporatioiT or tltymidine, \\. hile in control cells
40 I}er cent was incorporated.

The site of the silver grains wasilot associated \\'nit the ITUcleolus. his o11nterest
to ITote that \\, e could see definite spots or silver grains in the ITUclcus before any re-
markal)Ie in orphological changes suclT as ITomogeneous IJody or Co\vdry A type in-
clusioiT forITTation were observed IJy usual staining ITtethod.

Further details or this work will I, e I, ul)lished later in the Biken's Joui. nal
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Fig. I. Control cellslobeled for 3 hours with H3-Ihymidine. Some cells are labeled wh'I Ih
nor. A diffuse dig, ribufion of ,ilver rains is shown in the nuclei 1000

Fig. 2. Infected cells labeled for 3 hours, in the eorly stage offer infection
Almost all cells ore lobeled. Silver groins in the nuclei show o peculiar
distribution und have a ring or "S" shoped form
At this 3109e of in fedion, breakdown of the cytoplosmic me inbro
h shown. Thi, will finally ledd 10 syncytium formo*ion 1000




