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Response to Selection for a High or a Low Sex Ratio in Wolbachia-infected Lines of Trichogramma cor-
dubensis Subjected to High Temperature. Pintureau B., Bolland P. — Trichogramma cordubensis is an
egg parasitoid completely infected by endosymbiotic bacteria belonging to the Wolbachia genus and in-
ducing the thelytokous mode of reproduction. Previous results showed that the thelytoky persistence at
high temperature is genetically variable. Experimental selection was performed to confirm these results
and to determine the possibilities of adaptation to the environment assuming cyclic bisexual reproduc-
tion. No selection was efficient and the genetic variability of the sex ratio at high temperature is proba-
bly lower than previously assumed. This reduces the adaptive possibilities in the studied Trichogramma
species.
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Bo3M0OXKHOCTH celleKIMH JHHUA € BBICOKMM W HHU3KMM MOJIOBbIM HMHIeKcoMm Yy Buma Trichogramma cor-
dubensis, napumupoBannoro o0akrepueit Wolbachia, npu Bo3neicTBUM BbICOKOI Temmepatypbl. ITuHTIO-
po B., Bomnang I1. — YcraHoBneHo, uto Trichogramma cordubensis — siiiueBoOii Mapas3ut, XapakTepu-
3YIOIIUICS HaTMYMeM SHIOCMMOMOHTHEBIX Oakrepuii Wolbachia U TEINTOKMYECKUM CIIOCOOOM pa3-
MHOXeHHUsI. OTMEYEeHO, YTO YCTOMYMBOCTh K BBICOKOI TEMIIEPAType Y TEIAUTOKMUECKUX BUIOB FeHETH -
yecku BapbupyeT. [IpoBeneHa sKcrepuMeHTalbHasl CeIEeKIUs JIMHUI ¢ BBICOKUM M HU3KUM IOJIOBBIM
WHIEKCOM IS OTpeAesieHUs] BO3MOXHBIX afanTaluii K YCJIOBUSM OKPYXKArollIei Cpelbl, BBI3bIBAIO-
LIUM JBYTOJIBIA CIIOCOO0 pa3sMHOXEHUsI. YCTAaHOBJIEHO, YTO CEJIEKIIMSI BHIOpAHHBIX JIMHWiI ObUla He
a¢hdekTuBHOM. ['eHeTHYECKN 00yCIOBIEHHAs] M3MEHUMBOCTD MOJIOBOIO MHAEKCA MPHU BHICOKOI TeMIle-
paType okaszajgach HMXeE, YeM Mpeanoyaraiocb. OTMEYeHO, YTO 3TO YMEHBIIAET aAalNTUBHbBIC BO3ZMOX-
Hoctu T. cordubensis.

KnoueBbie cioBa: 6akrepuM, siilieBoil mapasut, Hymenoptera, mapTeHoreHe3, CMiMOMO3, TEJIUTO-
KHUS.

Introduction

The genus Trichogramma (Hym.: Trichogrammatidae) includes numerous species of egg parasitoids
worldwide distributed and used in biological control against agricultural lepidopterous pests. Most of the
species show a bisexual mode of reproduction and some species/populations have a parthenogenetic mode of
reproduction (thelytoky) often induced by symbiotic bacteria belonging to the genus Wolbachia, and more
precisely to the B supergroup of this genus (Rousset et al., 1992; Stouthamer et al., 1993; Zhou et al., 1998).

Trichogramma species are generally not completely Wolbachia-infected. However, the infection is com-
plete in some totally thelytokous species as 7. cordubensis Vargas & Cabello (Pintureau, 1994). In
T. cordubensis, thelytoky shows a greater or lesser resistance to high temperature, and a part of this variability
has a genetic origin (Pintureau et al., 1999). Bisexual reproduction can thus reappear more or less easily and
the process allowing genetic recombinations could be selected to facilitate the adaptation of the population to
the environment. The aim of the present work was to confirm or to refuse the possibility of such a process by
means of experimental selection.
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Material and methods

Experiments were carried out in the strain 1148 of Trichogramma cordubensis established from parasi-
toids collected in 1995 in S. Jorge Island, Azores. In the strain 802 from S. Miguel, Azores, the within- and
between-line variances of the sex ratio (proportion of males) at 30°C, compared by an ANOVA, were signifi-
cantly different (p=0.0001) (Pintureau et al., 1999). A genetic variability was thus present and assumed to be
similar in the strain 1148.

Mass selection was applied to the character sex ratio or proportion of males. About 500 prenymphs of
the thelytokous strain 1148, parasitizing Ephestia kuehniella (Lep.: Pyralidae) eggs, were placed at 29°C
(F1 generation). The two subsequent generations (F2 and F3), also reared at 29°C, were established with a
similar number of individuals. After emergence and mating, 100 females of the F3 were isolated in glass
tubes where they were offered E. kuehniella eggs as hosts and a drop of diluted honey as food. The
F4 progenies reared at 23°C were selected or not to establish three lines. The low line, i. e. the line estab-
lished from the 10 progenies with the lower proportion of males, is expected infected by Wolbachia resistant
to high temperature. The high line, i. e. the line established from the 10 progenies with the higher proportion
of males, is expected infected by Wolbachia sensitive to high temperature. The control line was established
from 10 progenies taken at random among those not selected for the preceding lines. To establish the high
line, progenies with a sex ratio of 1 (only males) were rejected because they correspond to unmated aposym-
biotic females. Progenies including less than 10 individuals were never taken into consideration.

The applied high temperature was set at 29°C because this temperature is compatible with a sufficient
number of parasitized hosts by 7. cordubensis and with a great deactivation of symbionts (Pintureau, Bolland,
2001). The three lines were reared until the F51 generation with cycles of temperature including two genera-
tions at 23°C (F4, F5; F9, F10; etc.) and three generations at 29°C (F6, F7, F8; F11, F12, F13; etc.). Sex
ratios were calculated and selection was performed at each cycle, at the first generation at 23°C (F9, F14,
etc.), as described for the F4. Two additional generations at 29°C (F39) or 23°C (F42) prolonged the cycle
of selection (6 instead of 5 generations). The selection pressure planned was 10% (10 pro-genies out of 100).
In fact, the pressure varied from 9% (F19) to 26% (F34) with a mean of 14% in the high line, and from
11% (F24) to 40% (F40) with a mean of 16% in the low line (tabl. 1).

Results

We were unable to increase or decrease the sex ratio in the selected lines and to
discriminate them from the control line (tabl. 1, fig. 1, 4). The difference between the
male proportion observed in the selected lines and in the control line illustrates the
absence of efficient selection (tabl. 1, fig. 1, B). No correlations of the male propor-
tion with the generation number or regressions against this number were significant
(tabl. 2).

Table 1. Variation of the male proportion (total number of males/total number of individuals in all studied
progenies) in three Wolbachia-infected lines of 7. cordubensis at 29°C

Taonuua 1. BapbupoBaHue NoJIOBOrO MHAEKCA (COOTHOMIEHHS KOJMYECTBA CAMIIOB K OOLIEMY KOJMYECTBO
oco0eil BO BceX U3yYeHHBIX NMoKojieHusax) B 3 qunusx 1. cordubensis, ununuposanusix Wolbachia npu 29°C

Control line High line Low line
Gene- Male Male Male Szls._ Male Male Sel.
rations| N (1) pro- N (1) |[propor-|prop./cont- [;r e N (1) |propor- |prop./cont-| pres-
portion tion rol (2) (113) tion rol (2) |sure (3)
4 74 (1030) 0.12 74 (1030) 0.12 0 0.12 74 (1030) 0.12 0 0.14
9 71 (977) 0.44 68 (925) 0.33 -0.11 0.12 43 (540) 0.33 -0.11 0.23
14 55 (790) 0.07 64 (840) 0.16 0.09 0.16 63 (855) 0.10 0.03 0.16
19 81(1209) 0.56 69 (983) 0.40 -0.16 0.09 67 (996) 0.46 -0.10 0.15
24 88 (1760)  0.15 71 (1146) 0.27 0.12 0.14 88 (1471) 0.09 -0.06 0.11

29 12 (156) 0.44 17 (208)  0.60 0.16 0.18 63 (829) 0.52 0.08 0.16
34 42 (496) 0.38 38 (566) 0.42 0.04 0.26 56 (723) 0.49 0.11 0.18

40 31 (397) 0.30  45(615) 0.26 -0.04 0.16 10 (117)  0.33 0.03 0.40
46 60 (921) 0.28 70 (1034) 0.31 0.03 0.14 75(1074) 0.17 -0.11 0.13
51  79(1413) 0.25 91 (1923) 0.27 0.02 97 (1917) 0.09 -0.16

Note. 1 — progeny number and, in brackets, total number of individuals; 2 — male proportion in the high or
the low line — male proportion in the control line; 3 — selective pressure, i. e. the number of progenies used to
establish the next generation/total number of progenies studied.

Two lines were selected for a high or a low sex ratio, and one line was not selected (control). The selective
pressure applied each five or six generations is figured.
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Fig. 1. Male proportion in three lines of 7. cordubensis selected for a low sex ratio (low line) or a high sex ratio
(high line), or not selected (control line), during 51 generations regularly placed at 29°C for three generations
(A), and difference between male proportions in selected lines and control line (B).

Puc. 1. A — nonosoii unaekc B 3 nuHusix 1. cordubensis, BbipallieHHBIX Mpu 29°C B TeueHUe 3 MOKOJIEHUI;
B — k02 duumMeHT pa3inuus MeXIy TMOJOBbBIM WMHAEKCOM B KOHTPOJE M B JUHUSX ¢ BbICOKUM (“high”) u
HU3KUM (“/ow” ) TTOJIOBBIM MHICKCOM.

Conclusions and discussion

The unsuccessful selection can be explained by several factors. Heritability of the
selected trait could be lower than assumed from the comparison of within- and be-
tween-line variances, and/or lower in the strain 1148 than in the strain 802. Moreover,
the selection pressure applied, inferior to the planned one, could be insufficient. The
frequency of the selection pressure (each 5 or 6 generations) could also be too low.

On the other hand, selection was performed on Wolbachia effects on sex ratio and
not on the Wolbachia density. These effects, only determined by genes of symbionts or
also by genes of parasitoids, could show an important epigenetic variability disrupting
the selection progress. For instance, females may be mated or not, that especially in-
fluences the sex ratio when the female is aposymbiotic. Moreover, the effects could
originate from the Wolbachia inactivation, which is probably revertible, and not from
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Table 2. Correlation with and regression against the generation number (n=10) of the male proportion in
three Wolbachia-infected lines of 7. cordubensis, selected or not at 29°C for a high or a low sex ratio

Tadoanua 2. Koppensuusi m perpeccusi KOJMYECTBA MOJIOBOTO MHIEKCA B psae nokosenuii (n=10) B 3 JmHusAX
T. cordubensis, nomeleHHbIX B ycjaoBus coaepxanus npu 29°C

Ratio | Line | Correlation, p>0.05 (2) | Regression (2)
Male proportion Control 0.159 0.66
High 0.297 0.40
Low 0.006 0.99
Male prop./control (1) High 0.142 0.69
Low -0.259 0.47

Note. 1 — Ratio of male proportion in the high or the low line to male proportion in the control line; 2 —
proportions were arcsine transformed (for “male prop./control”, calculations were performed from differences
between two transformed proportions).

the Wolbachia elimination. The high temperature resistance of Wolbachia could vary
in one parasitoid or only in different parasitoids, and combination of the degree of
resistance and of the number of resistant symbionts could exist and make the selection
difficult. Finally, in the high line, a selected progeny of 90% males can originate from
an unmated female infected by some active Wolbachia and not from a mated female
without Wolbachia. To select these latter females, it would be preferable to reject high
and low sex ratios and keep progenies with about 30% males.

However that may be, no selection was efficient and the genetic variability of the
studied trait could be low. In this case, no advantage for a Trichogramma population to
be associated to high temperature sensitive Wolbachia, allowing bisexual cycles of re-
production in hot regions, could be selected. This would reduce the possibilities of ad-
aptation to the environment (Pintureau et al., 1999) and the interest to be completely
infected and thelytokous.
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