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ABSTRACT In humans and rodents the male-to-female
ratio of mutation rate (am) has been suggested to be extremely
large, so that the process of nucleotide substitution is almost
completely male-driven. However, our sequence data from the
last intron of the X chromosome-linked (Zfx) and Y chromo-
some-linked (Zfy) zinc ringer protein genes suggest that a. is
only 2 in rodents with a 95% confidence interval from 1 to 3.
Moreover, from published data on oogenesis and spermato-
genesis we estimate the male-to-female ratio of the number of
germ cell divisions per generation to be =2 in rodents, con-
firming our estimate of am and suggesting that errors in DNA
replication are the primary source of mutation. As the esti-
mated am for rodents is only one-third ofour previous estimate
of ==6 for higher primates, there appear to be generation-time
effects-i.e., am decreases with decreasing generation time.

How high is the male-to-female ratio of mutation rate (am) in
humans and other mammals? This has been an intriguing
question for human geneticists and evolutionists since
Haldane (1) suggested that the rate of mutation might be
much higher in males than in females because the number of
germ cell divisions per generation is much larger in the male
germ line than in the female germ line. Statistical analyses of
hemophilia data led to an estimate of am = -10 (1, 2).
However, such genetic disease data presumably include
deletions and insertions as well as base changes and thus
cannot give an accurate estimate of am in terms of base
changes. Miyata et al. (3) compared the average rate of
synonymous substitution in X chromosome-linked genes
with that in autosomal genes from humans and rodents and
concluded that am is so large that the female contribution to
mutation is negligible and that the process of nucleotide
substitution is almost completely male-driven. The same
conclusion was reached in a study of only rodent genes (4).
However, as explained in Discussion, estimates of am based
on the synonymous substitution rates in nonhomologous
X-linked and autosomal genes may not be reliable. Indeed,
recent studies of exon and intron sequences of the homolo-
gous X-linked (ZFX) and Y-linked (ZFY) zinc finger (ZF)
protein genes gave estimates ofam ' 6 (5-8). However, these
latter estimates were based on limited data and could not
reject the hypothesis that am is much larger than 10.
An issue that has not been addressed by previous authors

is whether am depends on generation time. Under the as-
sumption that errors in DNA replication during germ cell
division are the primary source of mutation, am is approxi-
mated by the male-to-female ratio (a) of the number of germ
cell divisions per generation. As explained later, a (and thus
am) is likely to decrease with decreasing generation time, if
the cell cycle time is nearly constant.
To resolve the above issues, we have sequenced the last

intron of the zinc finger protein genes (Zfx and Zfy) in mice
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and rats. In a previous study we sequenced the homologues
ofthese introns in humans, orangutans, baboons, and squirrel
monkeys (8). These two sets of data enable us to show that
am is not very large and that the much shorter generation time
in rodents than in higher primates reduces am. To confirm
these conclusions we obtained estimates of a in rodents and
humans from published data on gametogenesis.t

MATERIALS AND METHODS
Sources of Samples. Freshly dissected liver tissues from

inbred mice (strain BALB/cAncr) were gifts from B. W.
McIntyre (M. D. Anderson Cancer Center at Houston) and
frozen kidneys from rats (Rattus norvegicus, strain F334)
were gifts from T. C. Douglas (University of Texas at Hous-
ton). Genomic DNA was extracted from 100 mg of tissue of
each of the studied samples by the method in ref. 9.
PCR Amplification. Two 3' PCR primers, one Zfx specific

(corresponding to positions 1427-1403 in ref. 10) and one Zfy
specific (corresponding to positions 1442-1414 in ref. 11), and
a common 5' PCR primer (corresponding to positions 1235-
1259 in ref. 10) were designed for the amplification of the last
intron of the Zfx and Zfy genes in mouse and rat. The
sequences were amplified from 1 ug of genomic DNA from
each of the studied individuals by a regime of 94°C (1 min),
64°C (1 min), and 72°C (2 min) for a total of 30 cycles on a
Perkin-Elmer/Cetus DNA thermal cycler in a reaction mix
containing 10 mM Tris HCI (pH 8.3), 50 mM KCl, 2 mM
MgCl2, 0.001% (wt/vol) gelatin, 1 unit of Taq DNA poly-
merase, and the appropriate primers.

Cloning. The major PCR products (=1 kb for the Zfx
introns and 1.3 kb for the Zfy introns) were end-filled with
Klenow fragment, and the desired DNA fragments, isolated
by gel electrophoresis (as noted later, the inseparable mouse
Zfyl and Zfy2 products were isolated together), were puri-
fied with Prep-A-Gene gene cleaning kits (Bio-Rad), treated
with polynucleotide kinase, and ligated into phosphatase-
treated Sma I-digested pBluescript SK+ vector (Strata-
gene). These were then transformed into competent Esche-
richia coli XL1/Blue cells and single recombinant colonies
were isolated.

Sequencing. For each of the five introns (mouse Zfx, Zfyl,
Zfy2 and rat Zfx and Zfy), three clones, each derived from
an independent PCR and cloning reaction, were sequenced
enzymatically (12) with Sequenase version 2.0 sequencing
kits (United States Biochemical) on double-stranded tem-
plates purified with Magic Miniprep kits (Promega). The
sequence of one of the clones from each intron species was
determined entirely on both strands; the other two were
sequenced completely from only one strand. Internal se-

Abbreviations: ZF, zinc finger;ZFX and ZFY, X-linked and Y-linked
ZF genes.
*To whom reprint requests should be addressed.
tThe sequences reported in this paper have been deposited in the
GenBank data base (accession nos. X58927, mouse Zfx; X58928,
mouseZfyl; X58929, mouseZfy2; X58933, ratZfx; X58934, ratZfy).
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quencing primers were designed as sequence information RESULTS
accumulated, and they worked for all of the Zfy introns but
not for the Zfx introns. For the Zfx introns, 5% Long Ranger Zix and Zfy Intron Sequences. In contrast to the existence of

gels (AT Biochem, Malvern, PA) were used to obtain ex- a singe Y-linked ZF gene in other placental mammals exam-

tended sequences from the vector primers until overlapping ined, including humans, rabbits, dogs, cattle, and horses, the

complementary sequences were identified. Restriction maps mouse has two Y-linked ZF genes (Zfyl and Zfy2), which
of these preliminary sequences revealed a single HindIII site appear to have been derived from a duplication event during
in sk'ouse Zfx (position 632, Fig. 1) and a single HincII site in relatively recent mouse evolution (11, 13). Our PCR amplifi-
rat Zjp (position 673, Fig. 1). Each of the two introns was cations with the conditions specified above yielded single
indepen6\ently restricted at these sites into two fragments, major products (mouse Zfx, rat Zfx, and rat Zfy) with the
which were cloned, and recombinant clones were isolated, exception of male mouse genomic DNA for which two prod-
purified, and sequenced as described above. ucts (corresponding to Zfy2 and Zfyl) were distinguishable

1 Hsa ZFX
2 Ppy ZFX
3 Pcy ZYX
4 Sbo ZIX
5 mma Zfx
6 Rno Zfx

7 Hla ZFY
8 Ppy ZFY

9 Pcy znY
10 Sbo ZTrY
11 Mm1 Zfyl
12 Mmu Zfy2
13 Rno Zfy

GTGAGGGCGCACG-T-AGTCCATGGCGCAGCGT -- GCTCTGCGAGCTCTCAGAGGAAAC---TCTAGTATGTATCCACAGGGGTGTCACAATGGCA----
GTGAGGGCGCACG--AGTTCCACAGGCGG0ACAATGTGGCA----

TGAGG G--AGTCCATG GCAGCGT---- ---------TCAGAGGAAGC-TCCACAGGGTTA-ATGGA- -----
GTGAGGGCGCACG--AG TTCCATGGTGCAGCT----G-TCGAG_CT --T CT_GAG_G_A_A-A
GNAGGGCGCGCGCCACCACAGTGCAGCGT----GCTCCAAGCTGCTCAG--GCAAT--- GCTAGTGATGATCCACAGGGGTAGGGT0GA------ -------
GTGAGGGCGCGCG---TTCACGGTGCAGCGT-CGCTCCGCAAGCTCTCAG--GAAGT---GCTAGTGA GCATCCACGATCGCGATG--- -

10 20 30 40 50 60 70 so 90 100 110- 120
GTA------------------------------------------------------------------TTCCACAGGGGTTATGATGGAG--- ~-------

GTGAGG----------------------------------------------------------------- T--TCCCGGTCC=ATGATGGAG ----
GTGAG----------------------------------------------------------------------TTCCACAGGAGTATTATGATGGAG-------------
GG -AGTTCCATGGCAGTT----G:CTCTGAAGT=AGAGAACAATTAGTATCCACAGGGTTT--__-AAA----

GTAAGGAAGTAAT--AATTCTATTGTTACT -----GT-AAAAATATATGAGGAAAT---GCTGTTACATGTTGACCTGGGTATAATGAT$-----
GTAAGGAAGAAAT--AATCTATTGTGTACAGT----GCTAAAATrATATGAGGAAAT-----A---A - ---
GTAAGGAAT--AATCCCATII -l-iAGAGT-----cAAATAATGGAA---ACTGGTrACCATTCGTAGGAATAAGGT --- --r = ------

-_--------------------------------- =GCTG=AGACCATATATAGC-TTGTCTAT-TGAACTTGAAAATATAAT- kGAATTCAGTGATATrCATGAATGAT1VCTGGA
_____________-----------------II -TTTGTCTAT-TGAACTTGAAAATATAAT-CY AtXM=UT
------------------------------ CTAACCATAGTAGC-TGTCTAT-TAACGAAAATATAAT- rGAATTCAGTGATATTCATGMATGATTTCCTTAGA
------------------ CTA0ATCATAT0TG0AGC-TrrT0TAT-TGAA-TTGAAAATATAAT- _ T
------------------------------ T CTAGACTATTGCTTGTTAT-TGAA-------------- lGAGGTATZCGATT
-~~~~~------------------GA--------------- 5 _-GAATTCA____ _GTrAArAGAGTTTATSGAC

130 140 1S0 160 170 180 190 200 210 220 230 240 250
__------------- G TA CTAT- TGT-TGAATTWGAAAGAAAAAA-

----------------T TAGCTAGTAGGCCACATGTAT-T1ATGTAT-TGAATTTGAAAGAAAAAA
----------------TAGCCAC-rGACrAT-TTTTAT-TAATC-AAAATATT- TATAGAAA A

-------------------------------------- ------- --- - -G T-ATrrACTGATAGATCAATAGCTTGCTT'AG
-------GTTTTGACTAATCACCACCTGAGCTTTTGTGCAT-TGAATTrGAA=AATAATTCA- M---ATTCACTGATAGTCATGAAlYCTTGCTTTGG___ ___

ITAA-AAACGACTG--AAATGGAT;AGAAAArTTIAAAA--TGGATrGATTr --AGAATTGTA--GAATCCCTAA--ATTGTATAGCTAAC---TTTrA
2 TR-AAG-AAGAOM CGTCT--GAACATGAT-AAAAATAAA--CTGA-GAT--ATGCTGTlTGGA---TGAAATCCCTCAA--ATAATAAG-CTTAC-TRrA
3 TAAA- -TU-CTTGGAGATtTAr--ATGTS;TACATGA--T;GAAA-TCCTCAA-----ATATG=AGCTAAAC-TRTAM
4 TAA-AGAACGGAATGC--AAACATGGATAAAATCAAA-C-GGATGAGTT--T -AAGAA--TAAASCTAA---AAT-ACAG-ATTAACTST
5TAAA--AAGATGGAAATGACT--CAGAA-TGA-AAAGTAAA--CT --GAT------ AGTA^--AAAGAA --WAA---GTTrAStT--GTWCA TCS---TmG
6 TAAA--AAGSAGGGAATGAT--CAAACAAGGATGAAAATC;ACAAA--CT----- TGAATT----AATGAAAGAl-- AGAGTC CTTTCTCAT--GlTTGGAG TC--GTr

260 270 280 290 300 310 320 330 340 350 360 370 380
7TAkAG= AAIA-AcAGTTG AT--CCATTCAGGAAAAGAATTAAAATCC SI:TGGITm- --AGaTrGAAAGGA ---ATAMAAT--TTCTA---AAATMT1AInC-CTAA--Tm --

8 TAAG--AAGAACG-TGTGCAT--TAAACATTCAGAAAAAATTAAAATCC7';ISWL:TGsmATnT----AGAAAGlGAA---ACAAAT--TTCrTA---AAATt;TAC---CAAC--TT--
9TSBAAA-AGAACG-TG-1CT--CACTCGAAAATAA _ _T -----AGTGAAGGAA---ATAAAT--TCTAT---AAATGTTC- lTAC-T-T

10 CAAA-a1-AAAACA_AGGT ----AGTrAAGAA---ACACAT--TTCTA---AAATTTG- Cl!;ll--m--
11 TAAAAACAACAG CATT AACAATTGCTATG-TAT-TTTATGATCC-AmmWTI=A
12 AAA-AACAAACAGATGAGAT- -CATTAI:MTATACSAAAAATAUTATT
13 T=AAAAATAAG GAGAT--TAACATAGAAAATACT-----GCA-TG--TrTA- ---------AGCAAAGGA TCC-TT-=GTr=ATGCACTCAATTTr

I AATAAATTMAT--ACATTTAGA-GATC----TATGTA ATA-------------AAGAGGCATAAT-------------- _-A
2 AATAAATTAAT--A-TrG-GAAT---TAGATGTCA-CTA---------------AACAGCATAT---------------TAC tAl= TTG -A
3 AATA-- ----TAGA-GAATC----TA5WCACATA-------------AAGCAGGCATAAT--------------- __

4 AAT--TTAC---TTATTAAC-G-T mAATCTAATTATGCCAA-------ACGCTAA----------- --A C T A----___A
SAAAAAATTAAATTAAA------C.-AT-MTTATTTCAAATA------------ AAArTGGTGTGAT----------
6 AAAAAATAAA-------------GAAT--GATrAT-TTAATATG-------------GAAITGGCCTAAT--- --- ---------TGATATAGCAAC---ATAAGTAIT;TGAGTTTGTATGATGTC

390 400 4iO 420 430 440 450 460 470 480 490 S00 S10
7 ---AGGAAC---GAATCATGTTCAATGAA-_-------------AAGCAGGTATAAT---------------TT_
8 ---AAGTGAAC---AAATTCA ATTGTATACCrAGCATA-------------AAGCAGGTATrCAT---------------_
9 ---MAGTI AAC---AAAATTACATGGATC:TACGTATACCACCATA--------------AAGCAGGTATTAT---------------- _

10 ---AAGGAAC---AATTCAGACTTAATCGCGCATG------------ AGAGCAGCATAAT----------------TT C A GA T
11 AI;= CC - -----------ATTAGCCCTCA CT G TA
12 CTCCATACTTGACTAT-AG--TrTfA=A- kAOCTAAAC--T-T
13 ------AACA AG-----TCATAAlC TT--TTrATTGCTAATGTGAACAAA AC M_- -

TTtCEAT-TClT-ATGATGA------TTTGCGTATrAA-------A--AArr--------------------------------TATGT---- -----T
TTCCTAT-TCTTrGT-GATGA-----TTTrGCATATTAA----------AAATT --------------------------------TTATGGGC- -- ATATATAAAC--Tr
T1'C$AT-TC TGT-AT A----------- ------------------------------TATG--- TTAAAC-TT
TVCEGT-TTAC-ATGATGA------TTT13CATATTAA--------AAATT -------------- -T'rm=G----A ATATTAAAC-TT
TTATT---TCTTAT-ATACCAAA-- ---- CAA-------GACTrT----------------------------------TTATrGGT----AT-TT
TTACT--TCrrAT-ATACCAG-----TrGC-GATTAA----------GAC---------------- -----TDATZ--AGGA-AT-Tr

520 530 540 550 560 570 580 590 600 610 620 630 640
TrACTATCCTA_GTrGTI'ITGAATGCTGCI_r M---------AATITAT- --------------------------------TrATAGGT-----GCAGTTRAGC--TT
TTACTATCCTTAAAATGTTCT1GCATATTAA-------AATrrAT -------TATAGGT--
T 1 TATTAA----- -AATAT- ------------------ ---TTATAGGT -----
TTA ==--CT=CTC---CTATTAA---- ----AASTTrAT---------- -------TTATAGGT- ------S--AGT--TT

TGTG-:TTAAGACATATC-CTCTAGGTCAGGCIr1'CAATGr CTAGCCTCTTCCCTCAATACTCATA- -G TTA-AACATAOCATrAAACAAACA
A = TTC ~-TTCCATCAGTAAGCC CTAATT GAA NGTATCCC

TGCG-TAA----------GTrAACGTAAGTTA---T-1----1--A--A-----T-ATTTr TAAMTA--
TCv'GTAA---------------------TA---iAAGAAGTTA--,Lw. -I.LI *,--AAACGGMATi-------- -- W-ATTMATAMAT -
TGCTG-TAA-----------------GrrAATGTAAGTrA--CACA-----TT-ATITrTATOAATAAT--
TGCtG-TAA ----------GTTAATGTAAGTTA--_G_---_----T-----TTT-ATTTTTACGAATAAT
TATTA-TAA-- ---------------X--GCATAAT ---------- ----------------CTAACTAAAAAAA------------------CTTTTATATG-AATA--
TATTATTAA-- --------------GTTGACATAGATrA----GAAAA AATTATAACTAAAAAA--- ----CTTATG-AATA-

650 660 670 680 690 700 710 720 730 740 750 760 770
TACT-----------------------GTGCATA---TA-- ----------------GTCACCAAAGCAGAAATGCTGGACTTG-AT AGTT---
TACT---- -----------------GAGCATA---TA-- A -------------GTCACCAAAGCAGAAATCTGACTGATTTTTAGG--

FIG. 1. (Figure continues on the opposite page.)
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1 --------------------------------- TCCACCAATCTAATGCTGTAGGTTTAATCACTAATr.ATAAAAGTTACATATTCATTA----ATr1rAT
2 -----------------------------------------------------TI AC CT GTT ATAT A----ATTAT
3 --------------------- ------ ----TTCCACCAATTTCCTATGATAAAATATAAAAGTrATTCATA--- -ATTTTAT
4 -------------------------------------------------C------TTTCCCAATTCTAATTGCTATAGCTTTAATCACGAATTGATGGAAGTACATATTCATTA----ATrATAT
5 ---------------------------------------- --------------ATTCCCACAGIATAATG-AGACTTACT TTCAATAGAAATrACATATGTAATCGATrT
6 ------------------------------------------------------ATT-CCACAGG-TTCTAAATTACGC-----TTACTCACTTCArTAGAAATTACATATT'rAATTA-----ATlT0T

780 790 800 810 820 830 840 850 860 870 880 890 900
7 - -------------------------------------------------- TGCTACACATTTCTAAATTCATGTTcTrG-TCACTGGCG -------------ATTGATTT---TTITr
8 -----------------------------¶---------------------- TTGCTACACATTTCTAAATTCACGTTCrTTG-TCA --TG-----------ATTGATT----TTCTTTr
9 ----------------------------------------------1-----TCTATACAITCTAAATrCATOTATTTA-TCACTGCTr--------------ATTGATST----A1T=TT

10 - ---- rCCTACACATTTCTCAATTGATGTAGCTTG-TCA TCr------------ATTGAT----TTr
11 GAGrACTAAAGTTCAGAGGTTATAGTAACCTAATTAAGTATTrAGCTfTATTTGA - TACAGGTCTCTAATGTGATT--ATTGATT-----T
12 II'GTAGIATTAC-TAAAAGT AGGTrATAGTGAAC --ATTGATTr------TTTT
13 TGCCGAAGATTACTGAAA-----GTTCAGGTrATAGTGAACCTAACTAAATCTAGCTTTACTTGCAAATTA- -GTACAGGTCTCTAATIr.ATAAAGCTTC--GTAATr- T

1 TTGAAGGAA GTCACCATl T--AT.ACTAGGTTrCTATATCTCTTr--T TT-AAAACAGTAAGGAAAAT
2 TAAACTAGAGGA AGGTGGTACAGTC CCAGAC G AACAGTCTATATGA
3 TAAAC G AA CAGTCCTCATGAATGAAGGTGTAACT AACCAG= AATACAGT
4 TAAACTGA TGAAGGTCAGACCCTATATTCTCAACA-
5 TAAAATGGAAAAGGCTAGTTTTATGCAGTC----------------------CAAGCT-T--AGGGCCAGGTTATTGTGTATCTTA-GCTTCMAATAAG--AAAACAATGTGTAGCTTrGA---GG
6 TAAAGCGGCAAAGGCTAG--rTTAGTC CAAGTTCT-T--AGGGCCAGGTTGACA-GATGAAAATGAG--AGAAGATGTATAGCATGTA----G

910 920 930 940 950 960 970 980 990 1000 1010 1020 1030
7 TTAACTGGAGGGGGTGAGATTGGTTCA A----TACTTAAC--------CAAACCAG-CA TGAAGAAAG A---
8 TAGCTGCAGGGGGTGAGATTAGTTCA----TAATAAAC-- CAAACCAG-I'CTT TGA GA_TGTTAA----------
9 TAAGCTrGA-GGGGTGAGATTGATTCA----TACTGAAC--------CAAACCAC- A AC ATTAGAAA -

10 TAAACTGGAGGTAGTAAAATTAG¶TrA----TACTGAAT--------CAACCAC CIATTAC ------ACATGAAAAGAAGTAAAAGGAGGTAA------
11 TAAAGGAAGGAATGAAATrAATCCAATCATAGTGAAT- ----CAGGTrTTTCTTA---TGATTGCATATATATGT----TG-AAATCAGTGAAAGAATGTTAA-------------
12 T-AAGAAGGAATGAAAGTAATCCAAGCATAGTGGAT-------------GrA---TGATTACATrATATATGT----TGAAAATCAGTTAAGAATGTrAA-------
13 -AATGGAAGGGATGAATTrAACCCTGTCATAGGGT----------CAGATCCTA---GAATATCA----

1 CSAATTGATCTIGCAACAGTGTAGAACCCACACTTT---ATATTCGCAAAGAAACTGGAACAGAA-_Cm-A
2 CAATTrAGAGCCTGCAACJkGS GTAGAACCCACACTT---ACATTCGCAAAGAAACTGCAACAGAACTGG-TTGAGCACTCATACTCTTCT-TTCCTTTTT--AG
3 CAATTTAGGAGTCTSCAACAGTGGTAGAACCCACGCTTT---ACATTCGCAAAGAAACTGGAACAGAA-C= -ACNC TC -G

4 ---AACGT-AATCARIA<=5CAAl£mTC--x---A
S CAAATGA:AOCCGrA- ---TsGGTCG AAGAGTTrICAAGAAACAAATACTA--- -------TAG TTCCTCTCTT---AG
6 CAGATGAGG;AGCCCTTG ;A-CAGTAGTGTTCAGAGCACGCTCA IAAC MAAAGTAAATCAGCA----:ACATTTGTC-----T-:CS5sCLL=V-Lw--AG

1040 1050 1060 1070 1080 1090 1100 1110 1120 1130 1140 1148
7 TATrAAGATTCCACTAATGTTCAGAACACRAAGTrAAAATCGGAAC-----CAG AAGTTTGA -TTAAGCAC-lCATACTGCTTCT-TTCCTTC---AG
8 TAAC rAACAGTTrCAGATGIAAAAAAC-T--AAATTIC ATGAGGAAACC-----CAGAA GTTTGA-TTAAGCACTCATACTCvCrTyCTT-15CC=TT--AG
9 -----TAAAAGTATTrGCCGGAATGTTCAGACACACAGCTTT- --AAATTICATGAGGAAAC-----CAGAAGTIA-TrAGCCTCATCTrCTT -T-CTTCT-A

10 TAACTAGGTT GAGTTMA GACAAGCT ---AAATTAATAAGGAAAG--GAGATTATAA GCACT-CATATCGATT-TCCITG--AG
11 AAACTGA ------------TAAGTrAGAAAGTC=--AAACTTAATGAATAACAAA-AGAA-TGAGTTAA--TrTTrTTTTT -TTrT--AG
12 AAACTGA---------------TAAAGTTAG-AATGTACTTT--AAATAGTGAGAACCAAAAA-GGT-GTAGT;TrAA---- mTO--s-E-tS-A
13 AAACTGT-------------------=C%ACAATTTT--AAAGTTAATt;AAGATATAAAGAA-AAMG-TATrAGTTAA---TACC%

828
827
788
832
740
743

728
726
719
777
912
1020
994

FIG. 1. Alignment of the sequences of the last intron of the X- and Y-linked ZF protein genes of primates and rodents. The X-linked introns
are above and the Y-linked introns are below the line for the alignment position numbers. Species are indicated at the beginning of the alignment:
Hsa, Homo sapiens; Ppy, Pongo pygmaeus; Pcy, Papio cyanocephalus; Sbo, Saimiri boliviensis; Mmu, Mus musculus; and Rno, Rattus
norvegicus. The primate ZFXintrons contain an Alu element (not shown) located between alignment positions 758 and 759. Total length ofintrons
is indicated at the end of the alignment.

but inadequately separated. The latter two products were
shot-gun cloned and their identities were clarified after sequenc-
ing by comparing the flanking exons included in the PCR
amplification (293 bp from the Zfx genes and 365 bp from the
Zfy genes) with published cDNA sequences (11, 13). All se-
quences completely matched the published mouse sequences
(10, 11) with the exception of the mouse Zfyl, which contained
a C residue (conserved in humanZFX and ZFYand mouse Zfx
and Zfy2) at a position 7 nucleotides upstream from the 5'
splicing junction of the last intron, corresponding to the A
residue at position 1317 of Ashworth et al. (13). The C -+ A

transversion causes a change from glutamine to lysine. To rule
out the possibility ofDNA recombination during PCR amplifi-
cation involving Zfyl and Zfy2, two primers were constructed
to specifically amplify the potentially variant region ofthe Zfyl
gene; the sequence ofthis product was found to be in agreement
with our three independently derived sequences. This recon-
firmed that the sequence of the last intron of the Zfyl gene
determined in this study was an authentic one and the C -> A

transversion in Ashworth et al. (13) may be due to a variant or
different mice strains. Illustrated in Fig. 1 is the alignment ofthe
nucleotide sequences for the last introns of mouse and rat Zfx
and Zfy genes and their primate homologues, ZFX and ZFY.

Male-to-Female Ratio of Mutation Rate. From the rodent
sequences in Fig. 1 we computed the number of nucleotide
substitutions per site (K) by Tajima and Nei's (14) method
(Table 1). The K value between mouse Zfyl and Zfy2 was
significantly smaller than that between rat Zfy and either of
mouse Zfyl and Zfy2, supporting the hypothesis that mouse
Zfyl and Zfy2 were derived from a relatively recent dupli-
cation (15). TheK value between ratZfy and mouse Zfy2 was
larger than that between rat Zfy and mouse Zfyl, but the
difference was not statistically significant; the average for the
two values is 0.182, which will be denoted by Y to signify that
it is from Y-linked sequences. The K value between rat and
mouse Zfx was only 0.128, which will be denoted by X. So,

Y/X = 0.182/0.128 = 1.42. Under the assumption that errors
in DNA replication during germ cell division are the primary
source of mutation, am = a and Y/X = 3a/(a + 2) (ref. 3),
from which we obtain am = 1.80.
More rigorously, we want to estimate the ratio E(Y)/E(X),

where E means taking expectation; in practice we use the
observed values of X and Y to estimate the ratio and so we
are actually estimating Y/X. Note that E(Y)/E(X) E(Y/X)
- E(X)V(Y)/E(Y)3, where V(Y) is the variance of Y. From
Table 1 we can assume that V(Y) is -0.0162, which is the
smaller of the variances for the two Y values, and E(Y) =
0.182 and E(X) = 0.128. We then have E(Y)/E(X) 1.422 -
0.005 1.42. Using the formula V(Y/X) V(Y)/E(X)2 +
E(Y)2V(X)/E(X)4, we obtain a standard error of =0.21.
Therefore, our estimate of E(Y)/E(X) is 1.42 ± 0.21, and the
95% confidence interval for this ratio is (1.0, 1.84), from
which we find that the 95% confidence interval for am is
approximately (1.0, 3.2); the mean of am is 1.80.

Evolutionary Relationships Among Mammalian Zfx and Zfy
Genes. Table 2 shows the K values for all pairwise compar-
isons of the five rodent intron sequences obtained in this
study and the eight primate intron sequences obtained in our
previous study (8). Using the neighbor joining method (16),
we constructed a phylogenetic tree (Fig. 2), which revealed
that the rate of nucleotide substitution was faster in the
Y-linked introns than in the X-linked introns, that the rodent

Table 1. Number of nucleotide substitutions per site between
intron sequences

X intron Y intron

Sequence Mouse Zfx Mouse Zfyl Mouse Zfy2
Rat Zfx 0.128 ± 0.015
Mouse Zfy2 0.071 ± 0.010
Rat Zfy 0.172 ± 0.016 0.192 ± 0.017
Gaps are not included in the comparison.

Evolution: Chang et al.
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Table 2. Mean (below diagonal) and standard error (above diagonal) of the number of nucleotide substitutions per 100 sites between
intron sequences

X intron Y intron

Sequence 1 2 3 4 5 6 7 8 9 10 11 12 13
1 Human X 0.7 0.8 1.5 4.1 4.1 3.0 3.0 3.0 3.1 4.9 5.1 5.7
2 Orangutan X 2.1 0.9 1.4 4.2 4.2 3.0 3.1 3.0 3.3 5.0 5.1 5.7
3 Baboon X 2.8 3.1 1.4 4.1 4.2 3.0 3.0 2.9 3.2 5.2 5.2 6.0
4 S. monkey X 7.9 7.6 7.6 4.2 4.1 3.2 3.2 3.1 3.3 5.0 5.2 5.6
5 Mouse X 37.4 39.2 38.3 39.4 2.0 4.4 4.4 4.1 4.8 6.6 6.5 7.3
6 Rat X 38.6 40.0 40.1 38.9 14.1 4.9 5.2 5.0 5.3 6.3 6.5 7.2
7 Human Y 26.2 26.2 25.9 28.6 42.2 47.8 1.1 1.2 2.1 4.6 4.6 5.6
8 Orangutan Y 26.9 27.5 26.6 29.7 43.4 51.0 4.8 1.3 2.0 4.7 4.7 5.6
9 Baboon Y 25.6 26.3 24.6 28.0 39.0 48.9 5.8 6.1 2.2 4.6 4.6 5.6
10 S. monkey Y 28.5 30.0 29.2 31.0 46.2 52.2 14.8 14.7 15.7 5.1 5.3 6.5
11 Mouse Y1 50.5 50.6 52.7 51.0 66.4 64.8 46.6 47.5 46.5 51.3 1.2 2.1
12 Mouse Y2 52.5 52.6 53.6 53.0 65.7 66.7 47.4 48.2 46.8 53.4 5.8 2.3
13 Rat Y 57.6 57.7 60.2 57.0 70.8 71.9 55.6 56.6 56.5 63.6 15.1 17.2
Only regions that are shared by all sequences are compared-i.e., any region containing a gap in any of the sequences is excluded from

comparison. For this reason, the regions compared tend to be better conserved than those excluded and the K values in the table tend to be
smaller than those in Table 1 and in ref. 8. S. monkey, squirrel monkey.

X-linked introns evolved faster than the primate X-linked
introns, and that the rodent Y-linked introns evolved faster
than the primate Y-linked introns. These results are in
agreement with the view that the rate of nucleotide substi-
tution was faster in Y-linked sequences than in X-linked
sequences (3, 4, 8) and that the rate of nucleotide substitution
was faster in rodents than in primates (17-19).
The fact that the X- and Y-linked ZF genes are found in all

eutherian species studied (11) suggests that the two genes
diverged prior to the eutherian radiation. It has been proposed
that the anomolously high similarity between the human ZFX
and ZFY cDNA sequences resulted from gene conversion of
ZFYbyZFXduring primate evolution (6,7, 20). In contrast, the
sequences ofthe last introns ofZFX and ZFYin higher primate
reveal no evidence ofgene conversion (8). The additional rodent
data might detect a more ancient gene conversion but the
observation that the X-linked introns and the Y-linked introns
belong to two separate clusters (Fig. 2) implies no gene con-
version between the last introns ofZFXandZFY. However, the
branch separating these clusters is very short, and thus it
remains uncertain whether the primate and the rodent ZFY
genes share a common origin prior to or have arisen separately
after the rodent-primate split.

DISCUSSION
To estimate am, Miyata et al. (3) and Wolfe and Sharp (4)
obtained X/A 0.60, where X and A were the average

Human
Orangutan
Baboon
Squirrel Monkey

synonymous substitution rates in X-linked and autosomal
genes, respectively. As this ratio is even smaller than the
theoretical minimum value 0.67 predicted for am = oo, it implies
that am is infinitely large. This approach, however, has some
potential problems (8, 20). (i) It assumes that synonymous
changes are selectively neutral. If synonymous changes are
subject to some, even very weak, selective constraints, then
selection is more effective in reducing the rate in X-linked genes
than in autosomal genes because in males an X-linked gene is
present in a single copy and in females one of the two copies
may be inactivated. (ii) The mutation rates for nonhomologous
sequences may be different, because the mutation rate depends
on the nucleotide composition (e.g., G and C are more mutable
than A and T) and neighboring nucleotides (21, 22). The
X-linked and autosomal genes they used are not homologous.
The large variation in synonymous rate among genes (4, 20)
might be due to either or both of the preceding factors. How-
ever, Miyata et al.'s (3) study included a pair of homologous
Y-linked and autosomal pseudogenes. Since this pair of se-
quences should not have the above potential problems, it is not
clear why they gave an estimate of am = 00; however, it could
be due to statistical fluctuations, for the data were limited.

In this and the previous study we have tried to avoid the
above problems but there may still be some potential prob-
lems. (i) Although the sequences we used are homologous
(i.e., share a common ancestor), they are located on different
chromosomes and there is the possibility that the mutation

X-linked

ZF
Mouse genes

Rat

Y-linked

ZF
Mouse Zfyl genes

* Mouse Zfy2
Rat

I I I

0.0 10.0 20.0 30.0 40.0 %

FIG. 2. Phylogenetic tree of the rodent and primate X-linked and Y-linked ZF genes.
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rate per replication may not be the same for different regions
of the genome (23). (ii) Changes in introns may not be
completely free of selective constraints. In this case, the Zfy
intron may evolve faster than the Zfx intron for three
reasons: (a) Selection is likely to be less effective against the
Y intron than the X intron because Zfx and Zfy are expressed
in males, whereas Zfx alone is expressed in females or, in
other words, Zfy might be dispensable but Zfx is not; (b) The
effective population size ofthe Y chromosome is smaller than
that of the X chromosome so that the substitution rate is
expected to be faster for the Y chromosome than for the X
chromosome (24); (c) the absence of recombination on the Y
except for the pseudoautosomal region may affect the rate of
substitution because ofsuch effects as hitchhiking. However,
if only a small part of the intron (e.g., signals for splicing) is
subject to functional constraints, then the effect of selection
would not be strong. At any rate, selection is likely to elevate
the substitution rate in theY intron and thus also the estimate
of am, and this would only strengthen our conclusion that the
difference in mutation rate between male and female rodents
is much smaller than estimated previously.

Previously we obtained an estimate of am 6 in higher
primates but the 95% confi'dence interval was from 2 to 84, so
we could not exclude the possibility that am is indeed very
large (8). The most significant result of the present study is
that our estimate of am in rodents is only 1.8 with the 95%
confidence interval from 1 to 3, indicating weak male-driven
evolution in rodents. With the addition ofthe rodent data one
can now be quite confident that the am values in primates and
rodents are far smaller than suggested by Miyata et al. (3) and
Wolfe and Sharp (4).

Limited data on the sex difference in spontaneous mutation
rate are available for the mouse, as a by-product of the
extensive work on the mutagenic effect of radiation (see ref.
25). The observed frequencies per locus were 7.9 x 10-6 for
the males and 4.9 x 10-6 for the females, leading to a ratio
of 1.6, which is close to our estimate. However, six of the
seven mutations observed in females occurred in the off-
spring of one female and could be due to a premeiotic event.
When these six mutations were counted as one, the total
number of observed mutations in the females was reduced to
2, and the frequency per locus in the females became 1.4 x
10-6, so that the male-to-female ratio increased to 5.6. This
is higher than our estimate, but not significantly so because
it is based on only two observed mutations.
We have made an effort to estimate the numbers of germ

cell divisions per generation in females (nf) and males (nm)
and the ratio a = nm/nf in mice, rats, and humans from
published data on gametogenesis (details to be presented
elsewhere). In the development of a female mouse, the
number of DNA replications in the germ line (i.e., from
zygote to mature egg) is nf 28. In the development of a male
mouse, the number of germ cell divisions in the germ line
from zygote up to the formation of stem spermatogonia is
-30. Spermatogenesis requires 10 further DNA replications
to the production of spermatids, initiating on day 6 after birth
and occurring on average every 8.6 days in adult male mice
(26, 27). The span of high reproductivity in laboratory mice
is approximately from 2 to 8 months. If we assume that the
average reproductive age ofmale mice in the wild is 5 months,
then a stem spermatogonium would have gone through 5 x
30/8.6 17 divisions and the total number of DNA replica-
tions from birth to age 5 months is approximately nm = 30 +
10 + 17 = 57. Therefore, a = nm/nf 57/28 = 2.0. If the
average reproductive age is 2 or 8 months, then a becomes 1.7
and 2.4, respectively.
For the rat, nf 29, the number of cell divisions in the male

germ line to form stem spermatogonia is =32, the spermato-

genesis cycle occurs every =12.9 days (27), and the period of
maximal fertility oflaboratory rats occurs between 100 and 300
days after birth. If we assume that the average reproductive
age of males in the wild is 7 months, then a stem spermatogo-
nium would have gone through 7 x 30/12.9 = 16 divisions, the
total number ofDNA replications in the male germ line is nm

32 + 10 + 16 = 58, and thus a 58/29 = 2.0.
In humans, nf 33. The estimation of nm is more difficult

because data are more scanty than those for rodents. We
estimate the number of cell divisions from zygote to stem
spermatogonia at puberty to be =40; spermatogenesis re-
quires five further DNA replications, and the spermatogen-
esis cycle occurs every =16 days or 23 cycles per year. If the
average reproductive age of males is 20 years, then the
number of DNA replications for stem spermatogonia from
puberty (age 13) to 20 is (20 - 13) x 23 160, nm 40 + 5
+ 160 = 205, and a 205/33 = 6.2. If the average repro-
ductive age of males is 25, then a becomes =9.7.
Although these estimates of a are rough, they are very

close to the estimates of am 2 for rodents and am 6 for
humans and other higher primates. This agreement suggests
that errors in DNA replication during germ cell divisions are
indeed the primary source of mutation and that the contri-
bution of replication-independent factors such as oxygen
radicals to mutation is considerably less important. More-
over, the 3-fold difference between our estimates of am for
rodents and higher primates and also between our estimates
of a for the two groups of organisms suggests that am and a
decrease with decreasing generation time.
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