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Are intermediate vectors needed between
foreign DNA on sperm and the nucleus? _ 4"

The recent article by Lavitrano et al.!
on producing transgenic mice using
in vitro fertilization with sperm
exposed to foreign DNA attracted
much attention but it has not been
confirmed?. Lavitrano et al3 have
not been able to suggest reasons for
the discrepant results. I would like
to suggest such a reason. Although
preimplantation embryos support
SV40 infection4 and SV40 DNA in-
jected into preimplantation embryos
may integrate into the host genome,
the incomplete genome of SV40 in
PSV2CAT should not be replication
competent. However, preimplan-
tation embryos show a remarkable
activation of intracisternal A par-
ticles6-9; these retroviral particles
incorporate functional reverse tran-
scriptase!0 but only bud internally
into the endoplasmic reticulum and
do not infect other cells. They and
other retroviral particles might
reverse transcribe the SV40 transcript
and insert it in the genome. In fact,
the embryonic retroposon activity at
this stage of development may be
selected by evolution — active retro-
poson-captured pseudogenes are at
least important for spermato-
genesisll, If, indeed, intracisternal A
or other viral activities of preimplan-
tation embryos, or even sperm?2,
mediated reverse transcription and

integration of SV40 sequences from
the vector, several puzzling aspects
of the data of Lavitrano et @/} might
be explained: (1) the uniform size of
integrants and (2) the loss of restric-
tion sites at both junctions between
vector and insert DNA. Variation in
the endogenous retroviral activities
among different colonies and strains
of mice might explain failed attempts
to replicate the work2,

To be experimentally useful, a
method for production of transgenic
mice must lead not only to inte-
gration of the foreign sequences but
also to their expression. Lavitrano
et al. used the chloramphenicol
acetyltransferase (CAT) gene as the
reporter gene in their studies. The
likelihood of expression of the
SV40-CAT integrant would depend
on the extent and fidelity of the
reverse transcript and the site where
it integrated. In fact, the need to
incubate the CAT assays overnight,
instead of the usual few hours, and
the finding that one of the two posi-
tive tissues was 'tail', with its high
probability of being contaminated
with feces, suggests that the appar-
ent expression from the foreign
DNA might have been due to bac-
terial growth. The low level of CAT
activity would also fit the contami-
nation hypothesis.

4 .
Decontamination of ethidium bromide spillsj

Ethidium bromide is a potent muta-
gen used to detect DNA, with which
it forms fluorescent complexes by
intercalation.

A Technical Tip! based on our
published method? for decon-
tamination of ethidium bromide
(EB) solutions (by treatment with
sodium nitrite and Lypophosphor-
ous acid) provoked correspondence
from readers3-5 on different methods
for destroying EB, and on the
problem of how to deal with EB
spills on laboratory surfaces and
equipment such as transilluminators.
We have found$ that EB can be
removed from stainless steel,
Formica, vinyl floor tile, glass, and
the filters of transilluminators by
wiping the surface once with paper
towels containing a decontamination
solution of sodium nitrite and

hypophosphorous acid, and five
times with paper towels wet with
water. No traces of EB remained in
the washing, and the optical proper-
ties of the transilluminator filters
were unimpaired. A red stain (which
could have been EB or a degra-
dation product) remained on the
floor tile, but no more EB could be
removed by further washes. EB
could also be effectively removed
from all the surfaces by wiping six
times with wet paper towels only,
though both the Formica and the
floor tile remained stained, and the
paper towels used were
contaminated with undegraded EB.
All paper towels used in either pro-
cedure should be soaked in fresh
decontamination solution before dis-
posal. In our view, the first method
we have described should be the
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In conclusion, the basis for
integration events, but not transgene
expression, in the work by Lavitrano
et al.l may be expiained by retro-
transposon-like events.
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method of choice unless the con-
taminated surface is likely to be
damaged by the acidic decontami-
nation solution.
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