The genetic variability of separate populations of the Horsfield’s tortoise Agrionemys horsfieldi gray1844, was for the first time studied in a significant part of the range covering Uzbekistan, southern Kazakhstan, northern and eastern Iran on the basis of the intraspecific polymorphism of the mitochondrial gene 12S rRNA.  Four haplotypes, two of which (AN1 and AN2) had been described previously, were recorded in 59 tortoises. The haplotype AN1 was typical of 52 tortoises inhabiting the range of southern Kazakhstan and Uzbekistan. The haplotype AN2 was found in four tortoises from the border territory of Uzbekistan, Tajikistan and Afghanistan. Two new haplotypes AN3 and AN4 were found in three tortoises from Iran. A possible time of divergence between different parts of the range was calculated on the basis of nucleotide replacements of 12S rRNA. Possible ways of the formation of modern intraspecific groupings of the Horsfield’s tortoise A. horsfieldi were discussed. 

